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(57) Abstract 

A method for controlling the activity of an immunologically functional molecule such as an antibody, a protein or a peptide; a 
promoter of the activity of an immunologically functional molecule; and an immunologically functional molecule having a promoted 
immunologically functional activity. 
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m m m 

>^>f tf^-r X : r U >>>r;i/X - T> h* • 7/^— >a >X(Monoclonal 
Antibodies: Principles and Applications), Wiley-Liss, Inc., Capter2.1 (1995)] 0 

mmZtiZdtlZ&t), h h<*:W^vH7^^{c^-rSh him* (Human Anti Mouse 
Antibody : WT* HAMA ^13^3) 3WBM*£*U HAMA 

LTliJ#ffl^^l^Jgc:UfeD [i>t-t;i/'t7^ 'J^;i/'^->3Di;-(J. Clin. 
Oncol.), 2, 881 (1984) ; y t* (Blood), 65, 1349 (1985) ; -:*-;!/ if • 
^S/ 3 ^ — >*^>r ra- h(J. Natl. Cancer Inst.), 80, 932 

(1988) ; ra^-r^ > 7X • sJ-T'-if • > a i~Jl -Titj^ * — y- ^ >X 
(Proc. Natl. Acad. Sci. U.S.A), 82, 1242 (1985)] N Ufe v jfii* 
<P^i*W^t-t^'t/'-a-n7-^T'f *>>(J. Nucl. Med.), 26, 
1011 (1985) ; -/^v r*(Blood),65, 1349 (1985) ; If -^i/B j-)l> 

=^^>-y- — -< ^Xr-i^i- — h(J. Natl. Cancer Inst.), 80, 937 (1988)] ^ 

^•t7^Ayp^-(J. Immunol.), 135, 1530 (1985) ; >1f — Uit— * 
(Cancer Res.), 46, 6489 (1986)] o 

#£fc hS^^iftteiiE^fctb «ffi*tteife£$i:$ (OTx CDR h^iB-TS) i&ffitfc 
3tJl/-7*r^ — Xy'V-f ^>X(Proc. Natl. Acad. Sci. U.S.A), 81, 6851 

(1984)] ^ fch^^#ufe®^ mnteBmmiz%2>&<bn'fs ^-D^^xmmzit^ 
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^3±)V'T^y=^ — ^-^••9--l'3i>^(Proc. Natl. Acad. Sci. U.S.A), 86 , 4220 
(1989)] o tbmcm&Mmftitl±, thmfoCDCm%thl>M<Dm<to<Dmfo<DCm 

C*-*^* -(Nature), 321, 522 (1986)] % "tf\H/*ffl^fc£ 

ly-pT—j-fr-*?"! PiJ-(J. Immunol.), 147, 1352 (1991)] o 

[Rituxan; 747v>? (IDEC) *t] ^ HER2/neu t hS£ CDR^ffitfCtfc-eife 5^— 
[Herceptin ; 5>x*>^y £(Genentech)*t] ©^{fclC^fTfrn, ^n-^ti 

b y>/tE %miz&\,\x&±&Rv<&zm&<DfemMm&m,tobti-c^z> 

2 is uu*J -(3. Clin. Oncol.), 16, 2825 (1998), V* 

—•}-)]/ • -if •■^-^>3^-;u • >if T >^^-r ^jl— h(J. National Cancer 

Institute), 90, 882 (1998)] 0 £tz, Sti-JrC GPIIb/IIIa bhS^?^©^ 
(Fab') ^SUt/o [ReoPro ; h ^T(Centocor)tt] tt»Alli«a»IIIRJfil« 
^«»CD^ffi^|»*i:U-CfiR*-eiR**iiTV>S 0 eft 

«?L»©tM*fc:ttx IgM, IgDs IgG, IgA, IgE <D 5 mm<D* ^ 2> Z. 

VP— i/ 3 >X( Monoclonal Antibodies: Principles and Applications), Wiley-Liss, 
Inc., Capter 1 (1995)] 0 t h IgG ^XCDfflfttiU W1C IgGl N IgG2, IgG3, IgG4 
(DiMMCDy^P^XlZfrmZtlX^Zo IgG P "7 Z<Dlji&<D^y*P*-mmx$> 

zm*4&w&mmmmm& (wt> ADcctstt^E-rs) ^fMta^«i**ratt 
^^-eia, igGi y-yp^xcDVifa&mbn^ adcc^, coc?st4^bTv>sc: 

£##££nT^M^ #>^->f Ay Di^— (Chemical Immunology), 65, 88 (1997)] 0 
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B©M>f> (Jen\ Cy2 K^-T >i:M-TS) ^ov^-o^or* y^S£>a 

gt$ [3-DKry- — • #7* • -f D£>— (Eur. J. Immunol.), 23, 1098 
(1993)> -f Di;-( Immunology), 86, 319 (1995), >T X * )\< • 4 A y D V — 
(Chemical Immunology), 65, 88 (1997)] ©fte, Cr 2 Ky bTt^£*t^ 
CD«^I4 l^rKtDV - 4 Ay Di?- (Chemical Immunology), 65, 88 (1997)] ffin^. 
£ftTO£o iiCHUtd K (Boyd) 6fcJ\ --X^A^^-^m^ 

as (cho aug) mtwup-v nso ttf^iifct cdr umsafc 

CAMPATH-1H (t h IgGl-9-^^^X) ft^HMHMICC ; jMU *M»© ADCC Stes 
CDC^tcM-rS^^tfeWUfc^s *JB7c*i«©^7;i/»©l»*J±. MrS^td^ 
#£#;l&v^ Mi;:#5* h-xa«^^-r?>cii:T*CDCrSt4o^*s^W&^^ 
i&50fclijgM&aHST-f ««©^«il»*fci:x ffil«tt*^$**ii4:*« 

£bfc [tl/^ra7 f Ay P:^— (Molecular Immunol.), 32, 1311 (1995)] 0 

&tz. 9>f (Lifely)?,*** CHOA HSOHUSrt^tt^ y h 5xd-^ YOjffllS 
■Cftll/fct h^CDR^fi^<£CAMPATH-lH (t h IgGl 57) ^«g^O^«T^ 

ADCC Y0 iSfflflSSl3fe© CAMPATH-1H ADCC rSt£&^ U 

£&7j%i&bfc *ny- (Glycobiology), 5, 813 (1995) : W099/54342] . 

in^OlRgtts bh IgGl *^7^©ta«:©^7x^^-«|6tlWB©«iaB3&«ffi 

2M8UJ§©g8jtt N #MMMB«Sre£Sl/&k h IgGl 1J-^^770WiiS^ 
*f bT ADCC ^5&^«)S«l0*^b, ftJSWIg^OtSttftWtt-rS^^*^ 
•TSCliiizfeSo *<D£5t£tntm. ADCCfStt#J#3SU t^*#Wttf>*fc 
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(Science), 280, 1197, 1998] , ADCC rS&Oig&lc <k D§£^iriM$J 

*&wm e> «u 2 mm<D9- w =.—X)\i»-x$ -^m^ist* & s cHo/dnFr- mm (atcc 

CRL9096) £tf CH0/DG44 W [W5*-f • -fe;U • T> h* -'^l/dpi^— • $>x* 
^•Y ^(Somatic Cell and Molecular Genetics), 12, 555 (1986)] > v^^^cc 
D — T NSOTO [RCB0213. /Vf J o ^-(BIO/TECHNOLOGY), 10, 169 (1992)] N 

•^**aip-vSP2/0-Agl4ififflfl& <£Tr\ SP2/0 mmtmtt £ ; ATCC CEL1581) > 
7y h ^3iD-^ YB2/3HL.P2.G11.16Ag.20TO (WT, YB2/0 *fflfl&h 31131" £ ;ATCC 
CRL1662) fSlUfet r IgGl ^XCD&Ut MbJnte© in vitro <Di£t£fHffi 

^fTofe^m. ^ y h ^ YB2/0 JffllSTf^ Ufcfc Hbtntffc© ADCC 7St£#flii 

cD«T*^bfeb Mb^#fcjt^lfL<;i&^£fc£j|ffib;feo hs:*-** -tf;i/£ 

JBi^fc in vivofiDfStSfWilliifT^fciKJRH YB2/0 fflmn£.m\stz t Mbtftte*^*)^ 

uMs^t c t & mm u adcc tsts ©ft^intf*:© t h (D^m^m^cDmm^m b 

#*SllBfclU fttTCD (1) - (6 2) fcHti. 
(2) ^«Stfe^l-^-rSN-^Uni/K«g^*im^ 



S^tf«I^T*$.5C^^m^-r§> ±13 (1) I3«0#$6. 

(4) mm&. 




Manal 
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Manal 



Manal 




§Manj3l 



4GIcNAc01 



• 4GlcNAc 



&Z£&mk£T2>. ±13 (3) IB*©#«o 
±13 (3) I3«8CD^o 

h7>77i7-ms> ±ga (5) ia«©*?to 

(7) 73^h7>77x7-Wa 1,6-7 3^1/ h7>77i7- -t£T&^ 
±IB ( 6 ) I3SI©73^o 

(8) ^ * h 5 xn-vM^Mt5lit^5> ±13 (3) tm<D 

(9) h 5.^n—-?mmtP, ?y h *ccd — ^jjfflBS YB2/3HL.P2.G11.16Ag.20 
HMSl (ATCC CRL1662) -tf&^N ±13 (8) i3«©7j?£ 0 

do) N-^'jn>K m&mm<z>M7iMm<D n-T^^v^^x >t73-7 

f 3 «MR * *««W6^fK:*S^* feWtl6^F©«tt 
^WJ^-a-573^o 
(11) 

Manal 

5 Man 01 4GlcNAc31 ^4GlcNAc 

Man a 1 ^ 

*^tsmmT-$>2>z.£.&&m£-r2>, ±«a (io) ieiBcD#i£o 
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(13) ^7b^m<D^-T^)\y^)vu^K>^y^-7,^m[\-t^mmi^y^^ 

Jl F7>^7i7- fe?T-<fc£, ±13 (12) f3fG©73&o 

(14) yzii/)\/ >^7x^— fc?#a 1,6-7^^1/ |>7>77i7- 
2>> ±13 ( 1 3 ) !3iBGD7!mo 

(15) fc&fl&flfl^jPSWfrx 9t£K* ^.7-^ PT?&3±fB ( 1 ) ~ ( 1 4 ) 13 

b l VMM *d* -T * afi*f6#^MI4fl£3ft*iJ o 
(17) *fg^ 



*^tf»«i*$wr*±iB (i6) tmvftim&frf-m&vimmo 
(i6) tmo^mmm^m^i&mmo 

(19) «7c5fe«i© N-T-fe^;i/^;ni-y^ >k 73-7 ^SP-T *»*2y7 

;^7>^7i7-Hftfc^ ±i3 (i 8) imvftimmttis&femMo 

(2 0) 73i/;i/b7>77i7— fcf#a l,6-7ni/;i/h7>77i7-TO 
±13 ( 1 9 ) IBSJO^&Sffil^^^iSji^Jo 

(2 1) nm&, ?v I>UD-7«^t5ii-e*?^ ±13 (1 6) 13 

(22) 7 >U 5 I D - T fflti&tP s 7 M x D - v^flg 
YB2/3HL.P2.G11.16Ag.20^1fla (ATCC CRL1662) T*&-2k ±13 ( 2 1 ) i3«CD^«E*lfl 

(23) tmm&ttifitm, m&m, ^r^K-c&$±aa (16) - (22) 
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(26) ftmmifeftTWifm. h-T*fcs±H3 (24) §B*B©&ag 

(27) &£«t6#^#8W*s SSItx ^7*^ h*T-&5±83 (2 5) I3«B<D&& 

v\ tfett^^^tstt^^b^v^iis^v^ca^mfc'rs^ ±fs (24)§e 

)\,b?>X7**~ tfe&Ss ±HB (2 8) fl8ffi<Z>8l&£&< 

(3 0) 73^1/ -tfj{p\ a l,6-7 3i/;i/h7>^7i7- ift? 

& 2k ±IB (29) fa«©MaI#&o 

i«lia*fflv^fcKaB«T?»*c2:*»«fcr4s ±13 (2 4) GttcD&ttttflftH'OSl 

(3 2) 5* Y 5iD- ^fflBIISa*. YB2/3HL.P2.G11.16Ag.20«Bi&-C35>5x±IB(3 
1 ) 8B*©»BS2fiSo 

(3 3) S7U3fcsgeD M-r-trM^miM >^7n— ^s^a-rs^fsts**^ 
^«uB*m*££fc&««fct-*x ±13 (25) mmaftffijmttvmmijmo 

(3 4) jBtcsKSH© N-T-fe^-;i/^;i/=J-y- ^ >izyz3—x%mQ-?ZBM&7 3 v 
;^7>77i7-m5> ±13 (3 3) I3«©M3t7af^o 

(3 5) 73^h7>77i7— t?2p\ a l,6-7n^Vb7>77x7- ifC 
$.5, ±13 (3 4) i3«8©^it73^o 

(3 6) inrffc^ ll*H3ifiyR*Bliir«ift<*:"e*S±fB (2 6) I3«<£>&^8 

x^2>$m*n*k-t% 0 m&mK.&> u>trv**/Y gd3 n gm2 

-il^Jui/ — -f Ay -b^ tf—( Cancer Immunol. Immunother. ), 43, 152 (1996)] „ 
HER2[y^— VtDV- U*— ^(J. Surgical Research), 77, 85 (1998)] N 

CD52 [U i— • 'J •**-— ^(Leukemia Research), 22, 185 (1998)] ^ MAGE [7" 
7^*(APMIS), 106, 665 (1998)] mtfi&tf £ft*„ B*lffllft*18«[d**H 
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Ii?M^OI/-b7^- |>i>*UT*(Pancreas), 17, 169 (1998)] s ifil^jg 
MB&mmm?JBt.V%<DU'b-7?— [^yny- • << >#~i-i/ 3 f-M Pathology 
International), 48, 499 (1998)] mtfi&W ^ti5o 

(37) mmwmmm&# k gd3 -e&*. ±ga (36) tmnft&m 

(3 8) tfm&* 7-9-51 (FERMBP-6691) «fc $i£g£ft£ifi<rt*fc3±ia (3 6) 

(3 9) Ti/;i/^-*fettjftiEfcMat*s*^*siiir**af*:-e&s± 
is ( 2 6 ) nmcD&immtto 

<< U)l*r— - T> K • -f A y P ^— ( International Archives. Allergy. 

Immunology), 117, 11 (1998)] % Ijg»?M^OUt7^- r-jb-f > 

(Cytokine), 8, 651 (1996)] mtfi&if ZtiZo 

(40) 7 u feizi&mzmm?zmm&s thj>*-uj*> 5 
7*~-am-e$>%>±m (39) tm<D&mmft=? 0 

(4 1) 8M*#, No.3 (FERM BP-6690) «fc D££«*ft3Jfi;fl;T?fc3±13 (3 9) 
i3«B<£&&8Slig#^o 

(42) ifitttf, tt3RS&Jfc(cN«r SttJH*«»f *ift#T?*a±IB (26) 

m<D&mizm&?%tjm%m#i-t% 0 jutfttztiu jfo/MJLt^Gpiib/iiiac^Pv* 

• V^-^(Thrombosis Research), 89, 129 (1998)] > m'bffi.m&mMm?R 
[7^ U ■ S>*— • • 7-f i?tP^- (American J. 
Physiology), 269, 1641 (1995)] „ Jfil^HS^ [xn>#^ • 7>K • 'VE* 
(Thrombosis. Haemostasis), 79, 14 (1998)] ^tffclf £*i,3o 

(43) #c##, saftfi^(znxr«suKftSMi'r&Mit:'v»«±i8 (27) 



8 



WO 00/61739 PCT/JPOO/02260 

—v h d V— • >f — i-is 3 j~M Rheumatology International), 17, 223 (1998)] „ 
CD4[U T^-f yp-rJ V—i?X>? V-PX-*-?- S—X'T* V # (Rheumatic 
Diseases Clinics. North America), 24, 567 (1998)] ^W&l? t>ti2><> 

(44) wtifis v 4 frz£tzizMmmmmmTzmm*mmTzm<£-z$>z 
±13 ( 2 6 ) tmv>&&mfefr¥o 

^tSo m<tfifci± s gpl20 [»>•< ddH Virology), 248, 394 (1998)] % CXCR4 
[5?*— • ^-f DDi?- (J. Virology), 72, 8453 (1998)] N ^D#^ [i> 

■V— i-JU'Tty- 2 U— *;i/-"7<f ^D/\--f ^-ds;— (J. Clinical Microbiology), 34, 
2053 (1996)] ^#fcl:f e>tlSo 

(45) ±13(36) mm<Dft&mmfr?*m#bmfrt uT^nr ^©^»t 

(46) ±ga ( 3 6 ) tm<Dftmmifeft?*m#hf&fr£ b-mrw-f s> 

(4 7) ±13 (3 6) iB*B©&^t&#^£^fi!c#i: bt^tSx ffiWffi 
(4 8) ±13 (3 9) f3i80irC^^fife^i:bT^-r5s 

(49) ±ib (3 9) um<DiKfo*mmmftt\sT<sm?z>, 7U)\,*-$.tz& 

(50) ±ta (3 9) mm<DiK^mmm^th\^x^m-r^ 7U)v*stz& 

(51) ±SB ( 4 2 ) mm<DiKfc*mi$}f&frh 3Ult§glJ»©t£»r 

(52) ±13 ( 4 2 ) $M<Dififr*m®f8 l ft£ bT^riT 3s 

(53) ±13 ( 4 2 ) i3«B<Z>^#£W&Jl£#£ bT^f-T £k i^MlO^K 
(5 4) ±tB (4 3) IBiKO^^^^^bT^-rS. £B&£gi<&0i# 
(55) ±13 ( 4 3 ) !3©Oin;te£^&fri: bT^WT g3&2&£J&©& 
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0Mo 



(5 6) ±ia (4 3) mm<D&i<*%m®f&ftt\s-c&ti*z. sBftmrnmo* 

(57) ±t3 (44) mmcotjite*m$hmfr tisT^Gtz, ^^)^^tz\±m 

(58) ±13 (44) §3f^m#£W^#fcbT^W-f 2k ^ 4 ;i/*3Sfcfcfc«l 

(59) ±13 (44) tm<Z>&iit&G$bf&ft£^T&£?Z. tr 4 ;i/*£fctt*BI 
(6 0) ±13 (2 6) (2 7) ffltt©^r^F*fcttSaR£#8&J*#i: 

(6 1) ±13 (6 0) ffitto^r^H*fctt»eft**S»^i:bT^rWrsN 

(6 2) ±13 (6 0) g3«©^r^-K*fctt«ajrs*»^abT»'rsN 

23-*&Se®*£m0F&& (^tB«>^-) (1989 30 ] „ Wf 
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al,3^s a 1,6 £n§o 

(JMT. Gal-GlcNAc £ffi>-ro)<D&ZMiT^X 1 fc^ bfcfclg$t#W U 11(3 Gal-GlcNAc 
JStc^WJ C */ TfrMs > U -fe *? 9- 4 > 7(0 N-T-fe 40b n -9- ^ > 35: if ©*fijt 

±ib© ^ f n©^ id & v > x x MycMmm o M-T'-b ^ =i -y- ^ > c 7 3 — x 

&3&IMto®MMnJ: DfMSbfc/W 7U h*-v«ffl|SA5^-rsjn;«:©{$<p> itfc^ 

b bfbifafcfcbTfct. b hSJ^M^tftfl^ b hMte|Bjt$$fe£$U$ (complementarity 
determining region :JiAT> CDRtmZTZ) &M$ifcteiZti s &tfe>tl2>o 

e^ttL^tbTLv^fetivLi:%^-r) fct hiftft^DSiugiirm (ens 
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lCjgt-ni£^fr&5&©-e& <U^> hI g G^*<9&<D#$?jg-e&!K HChlgG^ 
;UCJSf ShlgGU hIgG2 N hIgG3 N hIgG4^ l>ofcl7 ~7 9 ^ J* (PO"^*) ffl^ 3 d 
T-^So ££x b h^*^5JrC#®CL£UTtts hIg£Jit-ftya>fr& <fc 

b h^CDR&ffitrCttfcts b hJ^^CDi&tJ^ia^VH^JltA/LCDCDRlB?!!^^^ 
b h^©VH43J:tA/LCDCDRlE^Jfc^fflUfeV^^3--Kt-ScDNA*^U b 

b hSCDR^fllJjt^CHi: LT«U hIgCJS-rn«^*>^2>*©T?*)<t^^ hlgG 
^^^©*>CD^if?35iT?.^)!3. MfChlgG^^^^JS-TShlgGU hIgG2, hIgG3 N hIgG4t 
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nfei&^i^B^-r-So Rtetofcfc^ v^Esm^b hijft&tfc^£#AU ^es 

«^Ssfc«fcO b htft#*^W^U K-^S#> ^ft-r^dtT'^tl^lCb hirCtt 

Fc i/ -fe -©^^^ Ltx7i7^ -jsrofctstsfl; u M^fla^^M-r %m 

U-5r— 5^3 >X(Monoclonal Antibodies: Principles and Applications), Wiley-L 
iss, Inc., Capter 2.1 (1995)] „ 

-f*>-2 (IL-2) [-y--T^>X (Science), 193, 1007 (1976)], f>*— n-f*- 
>-12 (IL-12) [3> + — ujaV-j h • M>f ^d^-(J. Leuc. Biol.), 

55, 280 (1994)] . 3 D — — #!i$Cl3-?"T?& %>9&fttffi.3 P — — SUSlES-? (G-CSF) [S? 

:*:7^t>f *D -Jr** h 'J— (J. Biol. Chem.), 258, 9017 (1983)] > 

Y^D77-^3D--*IJW (M-CSF) • • X.&X'O) 

)V • ->>(J. Exp. Med.) , 173, 269 (1992)] , HS^-7^D7r-y3D 

-—mW&l- (GM-CSF) l$?*—±)l> ' *7 ' >U *Ui?i*)\, • T h 'J— (J. Biol. 
Chem.), 252, 1998 (1977)] „ ttatB^T-fc y X d^-T ^> (EP0) — 
t;V'^7-/Htn^;i/"T^h'J-(J. Biol. Chem. ), 252, 5558 (1977)] , 
ho>«xf> (TP0) [*>f?-* — (Nature), 369, 533 (1994)] fcif#&lf£ 

^^©MeS^^t^^^KCDrS^iSjli:^ IL-2 IL-12 iz «fc £ NK JBUSu T 
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So 

(1) #&m-7$;n&i&ftffi 

tills N-7'Hr^;i/y;uzi-9-^»5;^©7'^y*S, ^T;i/K«iifoKtttt3ipe,«lfiR*ii 

H#tt&:£&i:bt\ Dionex a«i«»fiR^*f«EjS (BioLC) .*fflV>S*«S<«>tf 6 
tl5o BioLC &HPAEC-PAD (high performance anion-exchange chromatography-pulsed 
amperometric detection) It?-*—"}-)]/ • ■#7 • V H • ^ h 7 -f — 
(J.Liq.Chromatogr.) , 6,1577 (1983)] £ £oT*l*Sf&£##T-r 3£tMT*i&5o 
£ fc, 2-?U^ U ^ > fc <fc S£3fe«ttMb8sT? * ttfiRJ±*^«f 5ii:^t^o 

U-(Agruc.Biol.Chem.), 55(1) , 283-284 (1991)] £t£oT^;!JD7k#J$bfcim£ 2- 

r s y tr u swb-c&ae^^Wb u hplc bTlfififcJtsjmr a c * So 

(2) iMMit&f&r 

U- (Anal.Biochem.) , 171,73 (1988), &mib¥mffi& 23-*tSS^Ji&Sf2£8c (^ 
:££BJK-fe>*-) ffim?fi (1989^) ] fc«fc t>fr -5 C tifiUZZx, E^tc**^* 

iTCifeSo 

> (WT. PAi:B&i2f£) K<fc£*&0lcD3bfcfSia8 [S^-^ • ^7 • m 

HJ- (J.Biochem.) , 95, 197 (1984)] *ffofc«, y;i/53SC«t D*S&£5§#.I© 

Y^ltronU *Hfc**>* r — I* (TaKaRattSi) s l7i~ D rr-Y iiJV • 
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tWt>TKX HJ — (Anal. Biochem.) , 171, 73 (1988)] t<DXtfy h(Dtt%i.&t) 
£ <b fc£-*MK(D MALDI-TOF-MS & ifCDK*^«f *fr V v. 2 * 7&l~ £ *)B 



+ Puc a 1 

+ G!cNAcj8 t _^ 4 Man* 1— 4GlcNAc0 1— 4GteNAc 



1 Gal 3 1 — *~ 4GlcNAc 0 1 — ^ 2Man a 



IgGOu Fc «ttl*3© 1 jtJBffc, N-^;i/nS/ K^«S0* s ^bTV>So IgG J± 2 * 

2y<*iD*n*tt#:*Fi*3a**'rstftflt (fi#m*:) > i&m^£«ta> n- 

£F2#£i££#-f SJnrffc (F2J/i#) IgG ©iStt©*5StiU F0 #i#;>Fl tritt 

>F2»^5o 
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\zm i bfcflteT? % F0 tftfc, Fl <fc V F2 #S#:#*I£ b"t#& bt^So $!£jt£ 
tltztriteCD ADCC MIS Sfefcfcttx ±j£bfcftg«fl#^©*SIB©#*r2riS 

£J:Difcf*fctt*bTV>S^*ll#rU mffimm&ftmt. bT ADCC tSfefefciSlSI- 

§IU££ft;fctrt#:©ADCC iStt&f&rrSfcfcfcHU Flffi<fci3«fctf F0m#©#ftJ£* 
TMr^l/^Vl^+M >{373-X^^b^V> N-^Wy K&Mffitf 

^^^^^©®^^fey:^mts^^#b^vN^*fciM^T-$>nK^^^s 

YB2/3HL.P2.G11.16Ag.20« (ATCC CRL 1662; UT, YB2/0 jjfflflg hV&UT 
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§3fcCJ;!) N a l,6tt^fcH#-r&#*«tt©^*Vv afcfcfc* bfc^SBfl&afefcJ: 

i$^fcH^r*iMt»tt©HvNiiBittafctt^^ 
»^wiai4:bTttN max n& m&mi&s mmmmSs Bmhtzm 

fc? * % mrc * -5 * © t* & ftfcf v * -f to & m v > s n h t & <> 

ifflMCD0^«i:bT{is xi/x'Jt7l^ •fe^^T'Jgs ^f^Xl, 
^U^AJSs nU^n^y^Ajg, ^PM'^'J^Ajg. i/a-KtXlfC 
Jg-r£$t£$k 0litfc& Escherichia coli XLl-Blue N Escherichia coli XL2-Blue^ 
Escherichia coli DHK Escherichia coli MC1000. Escherichia coli KY3276s 
Escherichia coli W1485s Escherichia coli JM109 N Escherichia coli HB10K 
Escherichia coli No.49> Escherichia coli W311(k Escherichia coli NY49 N 
Escherichia coli GI698 N Escherichia coli TBK Serratia ficaria N Serratia 
fonticola s Serratia liguefaciens > Serratia marcescens> Bacillus subtil is ^ 
Bacillus amyloliguefacines , Brevibacterium ammoniagenes „ Brevibacterium 
immariophilum ATCC14068 s Brevibacterium saccharolyticum ATCC14066 > 
Brevibacterium flavum ATCC14067s Brevibacterium lactofermentum ATCC13869 N 
Corynebacterium glutamicum ATCC13032 N Corynebacterium glutamicum ATCC13869 N 
Corynebacterium acetoacidophilum ATCC13870 % Microbacterium ammoniaphilum 
ATCC15354^ Pseudomonas put i da ^ Pseudomonas sp. D-0110^£&l:f Z> Z ttfiT? % & o 

0&(D^^c.Wi^t. L/tli, Saccharomyces M > Schizosaccharomyces M s 
Kluyveromyces Ms Trichosporon M s Schwanniomyces M s PichiaJ g N Candida M ^ffo 
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MT %>ffiL£.yo^ ffl%.tc£^ Saccharomyces cerevisiae N Schizosaccharomyces pombe , 
Kluyveromyces lactis , Trichosporon pullulans > Schwanniomyces alluvius > Candida 
utilis ^£<Mf3Cfca*T-gSo 
iM^litti: bttts ~^t>7s UD-7«T*fe5NS0 « N SP2/0 «x 

^ w - _ x; —®mmm cho/cm t-mm^ cho/dg44 ? * h $ x □ — v 

YB2/0«, IR983F«, tf^cDfflj^T&S C0S*fflfl& t h UD-?ffljat*57- 
(Namalwa) *ffllfc&£:#<&tf e,tt5 a *?2;b<fc2u ^W^-XmAX*-0P 

cHo/DG44m^^(^e,n5o 

MMBJB&©?g£«£: bTfciu Spodoptera f rugiperda <DWMMB&T'& 5 Sf9, Sf21 
CBaculovirus Expression Vectors, A Laboratory Manual, W. H. Freeman and Company, 
New York (1992)3 , Trichoplusia nj^PMBfl&TfeS High 5 (Invitrogen *±g0 

^T&&S8t&#^££!ijg-r £ £ ii T« £ So 

ft(D Fc ^(cijg^-r 5 N-T-tr n -9- ^ >(c 7 n Zttfiu £ 3 ^^fgtt© 

{±y y^T^ rM^£ftSSbTffl^Tfc<i:^o a 1,6 ^IzM-^-T «BHR2l bTfcfc> 
7n^l/h7>7,7i7-^ Jft b<{iFUT8*s$»(f f.*l5o 
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tits ®vomi*$.tz&te.mmfc<Da i,6*sm:w#TSBj«©j*e^&*Aufc»K 
u< «fut8 e>nSo 

-r-SdilJ: 0mf#"f 3i£:#T£5[Proc. Natl. Acad. Sci. USA, 77, 7380 (1980)] o 
h7>*$>xr:y^t: MM&fcl/Tttx 5»K ^1t=*% -7h»J, -V 

y P T V h 0 1 h Wjyn&ttM-? & £ t £ £ [Manipulating the Mouse Embryo A 
Laboratory Manual, Second Edition, Cold Spring Harbor Laboratory Press(1994); 
Gene targeting, A practical Approach, IRL Press at Oxford university Press(1993); 
/HtTfUT/VJ/'J- X8^- — yyr-f >^,ES «*ffl^fe^v>i7^CD 
flMK, *±*t (1995) ] 0 
J&t£$frfflB&£:UTfcJ:. x"^X[Nature, 292, 154 (1981)]. 7>n, -V h V , ~f 

SCh^t'iS [Science, 280, 1256, 1998; Science, 278, 824 (1997)]* 

wmmhxsx^ mz.\z, mmmvx*? mmm 63-309192) s »^*»tfscii: 

h7>^^x-y^tt«jCDf^»^i:bTfcl:x AlKCBiol.Chem. ,380, 825 (1999)] 
&£#fetf£*U y *>>7Tt> hm®i(DftmJi&tLT&, £SK[Plant Journal, 11, 
1195 (1997)]#<fct:f ^n^o 
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(1994). SEftEgftfe, 21 (1995). Trends in Biotechnology, 15, 45 (1997)]t3ipDT 
73$/;^7>77i7-^ fcFUlXfci FUT8 © r^>*S>x^v*2|sfc 

;^t5>c7^-^ #*s^-r 5 n- u > k ss^isgi % w -r 5 ft&mmfr? & m 

C*-!'?-^— • /M^T^y DJ?- (Nature Biotechnology), 16, 847 (1998)] &*" 

T*#5 [^t-^^7*-fA/'Dy-(J. Immunol.), 160, 293 (1998)] „ 
&®%X$> 56D-e®Mt4©^t-*5^T *int^ So 

DTftM-r s ^ t atx % %><> 

(1) t Mbfcftfc^ffl^* 

k r 3?Hk^£ -en^n ^ o > ^-r £ c £ <t s ^ wx # s o 

flljttfs t r#C#CDHgjOD IgGl 1*-^9^0C«« (J^T. hC y 1 ^ISTS) 
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seg|-e £ 5 * 6DT**>n«v n § & <D-a *> m v> s c: t # s a m x. fcf> pageio7 o 

^ hr^ y P^— (Cytotechnology), 3, 133 (1990)] . pAGE103 li?* — • • 
;^*>TX* V U— (J. Biochem.), 101, 1307 (1987)] . pHSG274 >(Gene), 27, 
223 (1984)] > pKCR [m^— 5 s * • ^T* • If • ^->3^;P • TXtK— • * 

7* • 1M^>X(Proc. Natl. Acad. Sci. U.S.A.), 78, 1527 (1981)] , pSGl /3 d2-4 
[it-f h y P ^-(Cytotechnology), 4, 173 (1990)] ^#&l:f<=>nao ttttfiM 

um&M^tz— izm^zyut— *—t=.>^>v— t^x^, sv4o ©*jirnt 

— £ — ^zc>^>-b— [s;^ — • • ;W ^ * h }) —(J. Biochem.), 101, 
1307(1987)] \ -EP^— -rtX&jhmt'f ^XOLTR [/W ^ • T> h* • M 
4 #7 4 i^tDV' Uit— ^-p ^ j. ->ir— 2^3 >X(Biochem. Biophys. Res. Commun.), 
149, 960 (1987)], ^jg^P^U i'HiOT'Dt-^- [-feMCell), 41, 479 (1985)] 
tJi>/N>-»t— [-fe;i/(Cell), 33, 717 (1983)] m&8>& £ft3o 

^■^^AyD^M^VyXU. Immunol. Methods), 167, 271 (1994)] » 
(2) th lWOMV!)CDmik<D V $CJ$£ 3— 5 cDNA 

t h vMnwjyxDmte, ma ^ t>*m&v> h m&tf l & v =r - h -r £ cdna 
fcmT© £ ^ £ br s £ a #-e # &<> 

^<D^t>^mfr%.m&t%>^<i7V H-V«J: S mRNA fctotHU cDNA 
T-So ^f&bfc cDNA §77- ^^£7*^*^ K^CD^**— £^P— ni^UT 

cdna ^ u-^ii-rso «^>r ^ *k gs^o^e^fctftw c 

v ^gp^§ t-p t btffl v\ h m v mm* p- k -r s cdna &«-r 
^.7T-^^v>H:m^7-7^^ h*&tfL8av$i*$£p-H-f a cDNA^^-rssam 
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th^ottftfcbtlix x"i7*, 5f K 7tyh^ M^n* 

K-^«IIIS^^±ENA48ll4-r**aca:bTH:s f*5/7>i^7=y> 
-bU7;^nff»-feJ/*Aa |> v fX-f >-.x>1JW^n s? — (Methods in 
Enzymol.), 154, 3 (1987)] „ £fc± RNA fr£ mRNA ZMgLTZXtet Itlis tfU 
^(dT)@^b-b;i/D— 7*7AS[tU^i7- •^D-^>^ r :T--7^7 h U— • 
T— a. 771/ (Molecular Cloning: A Laboratory Manual), Cold Spring Harbor Lab. 
Press New York, 1989] ^#&tf*>ft£o /W7U K-V|fflifij&»e> mRNA &N 

g^S^y htlTlt Fast Track mRNA Isolation Kit (InvitrogenftiO , Quick 
Prep mRNA Purification Kit (Pharmacia 3?#&lf 

cDNA (D&m&Tfi cDNA 5 <Y 7^ U -ft tltli, m& [tU*i7-'^P- 
— > ¥ : 7 • v ^ v h U — • v-o.T;i/(Molecular Cloning: A Laboratory Manual ) , 
Cold Spring Harbor Lab. Press New York, 1989 ; ti U > h • zTu • > • 

tl/^f-17- • /W ^-D^— (Current Protocols in MolecularBiology), Supplement 
1-34] , g&VWirifHK©*^ K 0!lx.fcf. Super Script™ Plasmid System for cDNA 
Synthesis and Plasmid Cloning (GIBCO BRL * ZAP-cDNA Synthesis Kit 

(StratageneftSO £fflv>£#&&£f*Wf £*i£o 

cDNA^T^ U— ©fMtt©HL /Wry K-vW*>^**ajUfcmRNA^SilU 
T&mvtc cDNA Sijfi^&tf^^-fcts ^[ cDNA 3^ ^-^fcftfcfOfr 

& 5 $ ©T* d t £ £ o 0!|;t & N ZAP Express[X h- =? =r Strategies ) , 

5, 58 (1992)] s pBluescriptIISK(+) [7^U-f>^ . 75/ U ^-^(Nucleic 
Acids Research), 17, 9494 (1989)] s A zap II (Stratagene $M) , X gtlOs A. 
gtll [DNA ^ D — : 7" • 7? 9 7 4 • T7°D—^(DNA Cloning: A Practical 
Approach), I, 49 (1985)] s Lambda BlueMid (ClontechftSS) x A ExCelK pT7T3 18U 
(Pharmacia a®i)>pcD2[ ; EU^ri^ — -7> h*--fe;i/^ — >W *u&— (Mol. Cell. 
Biol.), 3, 280 (1983)] pUC18 [5?->(Gene), 33, 103 (1985)] *g#ffloe>ft 

s^s^uxtt^ cdna 7>t^u-^a> $8^&t^#^£s*©^&ftfc£vv 

*»i&5^0t*)ffl^5Ci:^T$So ^Ji(l XLl-Blue MRF' [Xh^S? — X 
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(Strategies), 5, 81 (1992)] „ C600 [5?x*y-f v $ ^(Genetics), 39, 440 (1954)] N 
Y1088, Y1090 C+M^O^Science), 222, 778 (1983)] „ NM522 [iST—m • # 
y • ^Udri^- • /U^P^-(J. Mol. Biol.), 166, 1 (1983)] , K802 
^l/'ty'tl/^a^-^W^D^-a Mol. Biol.), 16, 118 (1966)] Jkt$ 
JM105 [i^-XGene), 38, 275 (1985)] 3|#ffiV^ftSo 

cDNA -5>f ^U-jfrfceDt hlZkK<DmW)<DVi&<Dlim&VLM V ^£=3- b'f 
5 cDNA ^P->0DM^i:UTtts 74 V h-^V^ttm3teW»Lfc7 , D-r*M 

^[^1/^7-^0 — — > ^ : T • ^ ^ h'j — • T;i/(Molecular Cloning: 
A Laboratory Manual), Cold Spring Harbor Lab. Press NewYork, 1989] iz£K>M 

54 75 >)—&m%lb[s-C. Polymerase Chain Reaction [feTr\ PCR&fcM-TS ; 

^1/^17- • & D — > if : 7 • 5tf5 h »; v^jL7 ? ;i/(Molecular Cloning: A 

Laboratory Manual), Cold Spring Harbor Lab. Press New York, 1989 ; h • 

7"a h zi—JlX "fV-tU^a^-- ^-T ^—(Current Protocols in Molecular 
Biology), Supplement 1-34] tzj; t) HiMLiVf^n- cDNA &HKr 

±l2#&£J;t)MiRc*ft*: cDNA fc^tefflmBm* Z-CWJBim. pBluescript 
SK(-) (Stratagene*t£0 *$<D75XX Kfw^P-^>^U MSfflV^ftS^IE 
fll##r2f*£* mZ.lt, V>#- (Sanger) fcCD^* 5 **^ [7Di/-r-f>^ • 
*7-*f-j-isaJ-)\'-7ii7 : 5. — *7'V4 =->X(Proc. Natl. Acad. Sci. , U.S.A. ), 
74, 5463 (1977)] $P©Kjfe*frV\ ttSiB^ll S S(r^«f$l1Bx 00*.tfx A. L. F. DNA 
v-^:n>+h- (Pharmacia *t®0 ^&ffiOT®M r /f"f~5£ £l*t?i£ cDNA ©^3£IB?!1£$£ 

AS uVio)\/'4 >^U^ M Sequences of Proteins of Immunological Interest), US 
Dept. Health and Human Services, 1991] titmT ZZtlzk r> % 3Jtf#LfccDNA# 

ftwssy*)\'m&s&&t:mi£(DHmRTFLmvmM<D&±i3:7 $ ;mm*?- kl 

(3) th ^(DMmotitf&O V ISEiOT ^ y KKftlOftftr 

^m^ifi-^mn^ts^<DKmRx^Lmvnm<D^±^7^ymmm^mvx 
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^>X'*7'YA/'D^AJ1/-1'>^U^ h (Sequences of Proteins of Immunological 
Interest), US Dept. Health and Human Services, 1991] btt$i~$~& Z tlzk *K 

^•7Df^ >X-*7"< D>^*;i/"f h (Sequences of Proteins of 

Immunological Interest), US Dept. Health and Human Services, 1991] iiibS^t* 

(4) t hm^t^mvmm^f-vmsk 

*m4(D (1) fc|B«©t h^tfti*»^^^^— hiftflc©H|gSrJfL«iC«R 

K-rsaifi^o^aEfcN b hw^©»»cDtft^cDH«iatrL«viH«*=i--- 

K"f £> cDNA £^P-~>^U b h§^^##§5i^*-£«ii§1-£-fc#T* 

§5o vx>A<Dmmv>m&<D h mat* l m v mm* n - k t % cdna ^ 

t h \tkK<z>mm<Dmb h l m v mi® 3' *s«{w©^is^i tth h am 
^lic mm<D 5' 5fc*aH»j©jtg*ia#i t a> & j$ & > jg^ &Mis#i&©^i»i2?u£iao 
sgfc^t* s^BfcDNAiiJen^n^u *n?n%*m4<D (i) i;na«B©b Hbtn; 

t m cdr &mm<z> urn®.™ hm v mm* 3- k -r s cdna wt© <t -5 k u 

Protein Data Bank mo?— ^-Xfcg^ftTV^S b hirttt© H il&tf 
L«V«tt©FR©7^y«EaU b h*ftf*:cD HIRXtf L«© V««© PR <0#"9-^ 

;i/ • > U M Sequences of Proteins of Immunological Interest), US Dept. 
Health and Human Services, 1991] mif^ns^ Zm^X-b, +#&rS&£ 
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Rvimvmm(Dm<D7$.;®mp}£'zg%fzV^mm& 6o%^±) 
wz, MiRbfeb h m&o h tastf Liv mm<o mam; ms&mz mm<D t h 

MftCDMMcDmteO H gLRtf L & V CDR © 7 X J 8E8I U k h M CDR 

^teirttt© h isv l « v w&<d 7*; mmn * mm-r s • khh- b ft 7 ^ y gtE8i * 

>X'5f7"( Ay D^^U^f h (Sequences of Proteins of Immunological 

Interest), US Dept. Health and Human Services, 1991] S^JtbT DNA EBIfcfc 
& U k h m CDR &ttfttt(Z) H L m V M^CD 7 S BKE8J * 3 - K "T S DNA E 

dna*^j£u *ne>*fflv^r pcr&*^-5o pce -ecDSjeairMtF^j* 

tr, *«40 (1) TMUSRUfck bflstfif*:»3fiffl^^^-t=«St3^D-~>^t- 
SCfc^fg^o PCR^, if pBluescript SK(-) (Stratagene #t!D ^©7* 

H(w^d-^>^U *J£i4© (2) K:ffi«©*ffifc:J:t)H tt£S*lft&£U 
mm<D k h S CDR jgHtirCft:© H «2i L « V fgiftCD T * J BE£| 43-K-T3DNAE 

(6) k hmcd*&m.tji<*<Dvmm<?>7 5.;mm&}<D&& 

k M CDR &mmfc&. HLft.<DM®<DSm(D H iOfctf L ^ V 3Ci$© CDR 

&5r;©k hW^01&^mW-lt^-CiaTb-tb*^c:i:ds^e)nTV^?> vu*j 
r^D (BIO/TECHNOLOGY), 9, 266 (1991)] 0 £©jiH bTfciu 7G©k hJ^ 
^CD«j#jCDin;^©H^St5L^Vfi^-ea:x CDR ©£*& FR ©l 1 * < "DtHD7 ^ y 

^a^^£^W^v^ttK^^3^J i cM^S^•rSl4^H#bT*Jt)^ ^n^7^iii*s 

CDR ©SffifcflH \ k h jfift:© H mj&V L fig V 31$© FR ©ft 5 T ^ J tmM^ t & 

jbttus^c^m^titoso jion«««Pft'r*fc^ kh^cDR^*tm^ 

■Ctts khJft«:©HiaZitJ f L«|V««©FR©7'5yttE5!(©+^ iS&iriJi*:©*! 
R# bt V> 5 T ^ y gK»£^> CDR <D7 K J W%k& £ fflSf^ffl b fc »> „ Jfi#©:fcf* 

*N&£tEttu ^wt3ij ! tMh©^{wii#bTVA57'^y^^*^u ^n*> 

Mt4*±#^^^Cli:^ : fffcnT^S [/Wt/r^yn ^-(BIO/TECHNOLOGY), 9, 
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266 (1991)] o 

«f [^ + -7-^*7-fl/*a7 — /W*n$>— (J. Mol. Biol.), 112, 535 (1977)] 
^^ii^>ta-^-tr U >^ [7dtO-i>^-7>J > ^(Protein 
Engineering), 7, 1501 (1994)] %$\Z &zm&<D&<mM(Dm§&RV t mtiTti s ft t>tlT 

t h im<D h gc& v l $g v ffl&o fr 07 5. j mm&<n®Lmz~ mum-sin dna * 

flH>T*J§4© (5) l3gSiB©PCR&£*r^c:hl;:J;'K Mt^S, PCR ^COi^iUs 
j£*9fcOMT;*yg4© (2) £faffc©;&$££<fc jgti9!|ftft£U gftJ©^*)* 

( 7 ) b h m CDR ^ffiintffcflSgl^ ^ * -©*t£§ 

*IB4© (1) Cffi«©b h^tt»«affl^^^-©b htt«:©H«&rfL0IC« 
«*3-K-TSJtfe : ?©±aEfcx *Jg4© (5) XV (6) T?««SUfct hSCDESf 
*«:*CDH «aWL jHV«i«*3- K-TS cDNA£^D-^>^U b hSCDR^ffi 
tjt*»»^^— ftKMRrftCfc^ef*. 0d*«x *Jg4© (5) St>* (6) T-b 

h si cdr &mm<D h ist; l & v mm&mm? zmzm v> dna © 3 ^ p»h 

DNA © 5' *«lt:jiS«f*JIR#*©B«K^J*#Xt- * C fc-Cx 4 
© (1) £iBifc©b Mbm#3§3lffl^*-©b hiJt^©H^VLmc^^n- 

K-rs3t^©±m{3^ne>* j 7i«j^T-^-r-sj;a^^D-^>^u b tm 
cdr nmrnmL^z *-*mnkt% cttf-ess. 

(8) b Mbm#©£s&$£0 

#314© (4) SV (7) l3fB«fc©b hfliJft;^^^^--*Jl^ft»««Wliafc:# 

i&Mia^©^^^^-©#A^tbTtts bn* > 3 >& c^n¥ 

2-25789K #-f y D^-(Cytotechnology), 3 ,133 (1990)] f^lf^nSo 
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^«:»:^lr^«Dlia-e^ t). JlfW?Il:tt73^h7^7i5-B, *?g;b<fcfcFUT8 

YB2/0«Bfla&£#fctf &ft*** a 1,6 3»g^t:H#-r SB**©«^*^iR**fc *K 

^ffcffjlcfct, v^X^d— ^i»-e&£ NS0«x SP2/.0IR ft-f--X/N 
AX*— flJjRffllflS CHO/dhfr-jffl^ CH0/D644 BU. 7>yhUD-v YB2/0 
IR983F«> t h ^aip— ^flST^S^v^^ia^^^felf ?>nSo »^U<ti> 
ft/f -_XAA^^ — DPmsKBJBS"?? & -5 CH0/DG44 J»^#& If £ ft 5 e 

257S9Hzm^tiX^^mzm\ G418 sulfate (WTs G418 t^lB-fS ; SIGMA 

btli, BPMI1640 (B*KI&t«0 . GIT igife (B^^ttSl) > EX-CELL302 
mm (JRH s IMDM (GIBCO BEL . Hybridoma-SFM tgJfe (GIBCO BEL 

nm , %tz&zn<oigmz*m ] Mi(a.^ (wt> fbs trnz-rz) mo&mmmm* 

cD^as^toJ^^rStS^S^in;^ [WT* ELISA^i:^Hfi-rs ; T>^-f 
X : X • h U — • v^n-XMAntibodies: A Laboratory Manual ) , Cold 

Spring Harbor Laboratory, Chapter 14, 1998s J 2 o — ±)\> • X >t A if»"r 4 X : 
XU >2/X;i/X • X> K • X-^^^-Y X(Monoclonal Antibodies: Principles and 
Practice), Academic Press Limited, 1996] Sfc J: £tz, &&&& 
tttt. 2-257891 lC^£ftTV>S#&£#£VV DHFR fcfc^iHi^fcfJffl b 

[X^t 1 -* ^5*4 X : h U — -V — a. x;K Antibodies: A 

Laboratory Manual), Cold Spring Harbor Laboratory, Chapter 8, 1988 N t^^n 
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— • T > t- << #7= 4 X : 7 V > is ZT)VX -T > K -T*? 9 =r <i X (Monoclonal 
Antibodies: Principles and Practice), Academic Press Limited, 1996] o 

tfVTZ 'J JIT $ Hy;i/«Ufctt iUTs SDS-PAGE tmttZ j^-Y ■^■•v-- (Nature), 
227 , 680 (1970)] ^i^V^Dyr^ >^jS [7>f'f#T'fX : 7-?#5 Y 
\) — v n a. 7";!/ ( Ant ibodies : A Laboratory Manual ) , Cold Spring Harbor Laboratory, 
Chapter 12, 1988s ^D-7-^'7>T^^r^X : 7>J >i/7;i/X-7> h'-7 
7 £ t 1 -f ^ (Monoclonal Antibodies: Principles and Practice), Academic Press 
Limited, 1996] ^t«t5Ci;^^S 0 

(9) t Mbia#©»tSffMfli 

fLl&k&&&M&tHfo&l**>y- — -iKJuV — <f IxJ -fe^tf— (Cancer Immunol. 
Immunother.), 36, 373 (1993)] %£iZ J: D ifi^E"?? §5o ^Jll^t3:^^]i^{3*f-f 5 
«fflJ»»««H4*±x CDCM^ ADCC?S&^£$J£?-Se:tk:J;»K fffflrr*£ t&X-Z 

3 [^^>it f Ay Di/— A^-fe-^l^— (Cancer Immunol. Immunother.), 36, 

373 (1993)] o Mfcfc rfbiattcpfc $&*»Sfck * - * >T If ;i4£© b 

&x ^-^to^^ffl^tt^flS^iim-r'So a»©trW*j«±«iWiift©fl8**«i««J'r 
zztzftmh-tZo u^u «v> adcc rst4^^-rsirt<*i±s mfflm$bm&&*)& 

ADCC «tt**r*l^*ffll^T*lSWBIft*l»A-r*ifcCJ:?)x 7U^*-K 
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~rMz£zmm*fio&. wtm'&conm^x-<DMmmm(DMm&^ adcc rsts^ 
isxm^xmmxzzo 

imnm^izm^KmitisXte. mm#k mk mmm-vM^n^* 
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*K x7d»;;k K^;i^-^©S^J#^ire<&5o £fc> dft£ 

5 tT— (Cancer Immunology Immunotherapy), 36, 373 (1993) ; ^p-v >it— • Uit— 
^(Cancer Research), 54, 1511 (1994)] ^I3a©^l3^oTff -5 Z. t&X % So 

£® *«Kft-r a i t iz j; s *tt«we^©?gttsieji** s c £ #t* * So 
m&&fem£ntcftmmmtt&&{*ftiz&*-rzz.£i l z£ *k £.wc&^ adcc 
fs^s?^^*— mmx&zz-^-mm-s ±^^-^j^^-mm. 
U7T- vmnmu* & u «> fc r s &«&&«#mt£<b <* ft> £n 

So 

&i^o 
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m 1 m mmvtz5mm<omm ^^tatt© sds-pageu-isk^^o^ hvjv* 

*n^ft*^&!fr£fTofc^-e&5o 1 WMfrTm^—ti-, 2#YB2/0-GD3 

3 # CH0/DG44-GD3 ^inrffc. 4 # SP2/0-GD3 vtim, 5 W NS0-GD3 
^#C#(302h 6 # NS0-GD3 ^^(GIT), 7 #<£#^«^-#-GD&I!j^* 

O#YB2/0-GD3 3M7*n;<fc> CH0/DG44-GD3 ^trifls SP2/0-GD3 ^ 
tKtt., ■#NS0HJD3**-7#Cte(302h A#NS0-GD3 ^trui*:(GIT)(3DrSi4^^n^ 

8£3 0 )WSliUfc5«^CD^GD3^^^^©t h^7y-^fla^G-361(C^f-rS 

Oft YB2/0-GD3 v Jriffc. •* s CH0/DG44-GD3 vin^ □ # SP2/0-GD3 ^ 
SWfc ■d*NS0-GD3^rp<^m^(302K A#NS0-GD3 5>m<fc(GIT)<DMt$£*ft-e 

££40 )|«Mbfc3TOcD*rLhIL-5RaCDR^^CDSDS-PAGE (4-15%^ S>:n> 

K&{*T*zn?nm%mh*ft-itm'z$>Zo u-> 1 to?iv-*-, 2 # 

YB2/0-hIL-5RCDR Jrt^ 3 CH0/d-hIL-5RCDR 8M*s 4 # NS0-hIL-5RCDR Jrtffcs 5 #{£ 

m 5 El HtMbfc 3®^£Din;hIL-5R a CDR ®WXm<D hIL-5R a h©^^*^ 
aJg£^b2^T$J^bfcigT-ifc5o j^ttfcJ: ML-5R a ©M^iSfclu ^fft&irEttit 
mZZti^tiTHTo 0# YB2/0-hIL-5RCDR ifafc, Oft* CH0/d-hIL-5RCDR intfk 
NS0-hIL-5RCDR £rbffc©r£t4£ ^fl^tim* o 

^ 6 EI JfifSlbfc 3 fflfgGDjfi hIL-5R a CDR ^tft^© hIL-5R IBSSv^* T nWfo 

Wtik^n^tim-ro 0# YB2/0-hIL-5RCDR •#CH0/d-hIL-5RCDRiri#:, 
NS0-hIL-5RCDR ^cDtg^fc^ft^ft^-f 0 

m7m m^bfe 3«m©iJi;hiL-5R a cdR&mmfccDti-tjirjicDhii-smftft 
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izam (tft*ZlVhIL-5©lS!#IB^0*OBi:Ufc) fc^n^ti^-To 10k 102^ 
mm-^m. 30k 302, 303 # YB2/0-hIL-5RCDR tftttift##N 40k 402, 403 A* 
CH0/d-hIL-5RCDR 501, 502, 503 # NS0-hIL-5RCDR 

m 8 El YB2/0 #£0 UfcJfililttfc hIL-5R a CDR (±{80) *5 <fctf NSO b 

fe»»tthIL-5R a CDRigHfiiftf*: (Tffifl) © PA fb*SfB©3t*l HPLC &*g©&8£|g| (£ 
0) £:*© PA^b«li^^a-L-7=3^^— t?«lSb^(c3tffi HPLC T*##rbTf#fc}g 

m 10 m #i8&«ili#, H&»!j#©-3!S© GD3 fc(D*S^?gtt*x Jit^JS^^fb^-a- 

T$j;£b*:ia-c<fcSo ^«gd3 i: ©*£&*§&, ffi4*tt*fi#«&&*ft*ft^"f » • 

-^©t b*^-^iTO1*G-361 IZM-TZ ADCCfSt^^^bfeiaT-fcSo dlCl 

Mmkiz&tfz ?m8mwmvQ<Dm%7ji-ro cho ^askc, ntpm/omum*® 

1 . tiiiJ K GD3 t h 7 ini#:©*> *-pChiLHGM4 © 

ME 

^>^i;^-^KGD3 b hM**?$i{* (WT, ifiGD3 **^$Wt:*:*f3rS) © 
L^©$gg|^*--pChi641LGM4 ti?*—i-)V • • ^a;p^ • *WX{3. 
Immunol. Methods), 167, 271 (1994)] £fMg£Hi Mlul (^^gjtttiSi) h Sail 
«&tt«D T-ti0»rbTfr£>n5 LilcDNA ^^tf^4.03kb©»r^i:i&WI}affl^^ 
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**-pAGE107 11M hv^y P^-(Cytotechnology), 3, 133 (1990)] ZMmBM 
Mlul (^jgjftttiil) fcSall (^ffijfittJK) -CWm\sT'ft<?tlZ mSM&&fc?RTf 
^7-7>f^>^^^;i/*^tf^j3.40kb©»rM-*DNA Ligation Kit (£«iitt») 
Sffl^tSfe ^MMHBlOlflc • >7U--^y : T • h »J- • 

vza 7" ;i/ (Molecular Cloning: A Laboratory Manual), Cold Spring Harbor Lab. 
Press New York, 1989] £ff2ff$s& UT7*^X 5. K pChi641LGM40 *mmi<tz 0 

±ffl-e*»Lfc7 p ?;*$ K pChi641LGM40 %$MH&M Clal (^ffiifrttJH) 7? 
18Br& DNA Blunting Kit (^iKit*fc§!0 Sffi^T?i*l/, MfcMluI (^r§3i 
*t®0 T^JWt UTfi L fig cDNA £^tr$) 5.68kb ©»?#*: fci GD3 ^tntffc© H 
$©$§fi^*— pChi641HGM4 — ±JV • *7 • <i 2± S UV* )\, > * VyX(J. 
Immunol. Methods), 167, 271 (1994)] SfMRBMRXhoI (^jKfittM) T?Wm'&, DNA 
Blunting Kit (M&tt«D ^utTObU Mlul (S«attt») t!«JWf 
LT^£n5HiicDNA£^if^8.40kb©^)t£ DNA Ligation Kit * 
fflV>Tjg<Ss *fl§8HB101*fc [^U^?- • ^7D-->y : T 7 • h U- • V 

— a.T;i/(Molecular Cloning: A Laboratory Manual), Cold Spring Harbor Lab. Press 
New York, 1989] &Mm&mLT&i GD3 HKfc(D9 >7 AmftM^t * - 
pChi641LHGM4 £#!3gbfco 
2 . JrC GD3 ^tft#©3?5££j£ittlB©fts» 

±!3^ite^J 1© l^T?*aSUfetft GD3 *^m#©*>^Al!J$83l-<^*- 
pChi641LHGM4 fc/B^Ttfi GD3 5ttfr©5K^SJWIia*WT© CL/Tf^Kb 

(1) 7y h^oiD-^YB2/O«Bia*fflV^fe^0^fla©{tS4 
trC GD3 ^tim&W** pChi641LHGM4 © 5 p. g & 4x 10 6 MMV>*7 
D — V YB2/0 iffflflS^ J- U ^ hn^U-i/ 3 >^ [ * -f hr^ D^- 
(Cytotechnology), 3, 133 (1990)] l3j:t>^A&> 40ml © RPMI1640-FBS(10) 
[FBS(GIBC0 BRLttSOfc 10%^t? RPMI1640 JgJfe] fcffiiaSU 96 «^ 
h rtt») (3 200 >a l/-7x;i/foMlfco 5XC0 2 -< >*i^-* 

~|*3T?37 o a 24ttlR|&#Ufc& G418£0.5mg/ml£fcS£5£m&nbTl~2Mlt§ 

«t t>mm±m&®%i\s. ±m*<Dm gd3 ^m^©*^^^*^^ 1 © 3 

(C^TELISA&fc.fcSfciJ^bfco 
^#±a^{c^GD3^>7^©^a^©^nfee7^;i/0^te^^ov>Ttts 
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©Hasan?*** v h v (ur, mtx tmtz-rz ; sigma^ss) ft sonM^tr 

RPMI1640-FBS( 10 l~2xlO s *ffl]jg/ml W5J;9CliU U *)V7)/—h 

(GreinerftSSi) 2ml f^tbfco 5%C0 2 -f 37 8 C7? 1-2 M 

££x;WDt&#±?S#©*rt GD3 5fitfr©tftJSJ|g-&«5tt*^lte« 1 © 3^(C^f 
ELISA&fcJ: t)«iJ^Ufeo i&*±$f|*fc:irSGD3 ^^^tft^CD^jKj^Btoetl&^x;!/ 
©^JMEftttfco^Ttts ±EfcH«©2F*fc.fc »K MTXSljgft lOOnfc 200nM tM& 
±#£-B\ mmmz G418 * 0.5mg/mK MTX ft 200nM ©ajftT?£*r RPMI1640-FBS(10) 

<3©<fc?fcrbTf#£*ifc£n; GD3 ^^^m^^^-r-S^femW^n— > 7-9- 
51 fcfc¥J*l 1^4 £ 5 Bf>fexIM^XfXlftif^f( 0*1^^-3 < 
(iTpmiTB 1#3-^) FERM BP-6691 £ UTI&iE^nT^So 
(2) CH0/DG44«^fflV^^$fflJiacDfti!i 

in! GD3 ^iruttSggi^ pChi641LHGM4 © 4 g £ 1.6xl0 6 *fflfl&G9 CH0/DG44 
$BI&^:nb? hn*l/-^ 3 >ffi [it-f h^^y P^- (Cytotechnology), 3, 133 
(1990)] ld£!)#AgL 10ml © IMDM-FBS(IO) [FBS ft 10L HT supplement(GIBCO BRL 
ttSDft 1 fg^T^t? IMDM JSfljj] fc»«U 96 fr^l/iSilfflru-r (gflfctt^Ptt 
S!0 £ 200,u l/<)x/l/foMbfco 5%C0 2 ^>*j.^-*-|*JT-37 o Cs 24I$IH]%* 
UfcgL G418 & 0.5mg/ml C&Si^CiJDU 1~2 MH^iibfco G418 itt4ft^ 

±*S4 1 ©*n;GD3 ** ^^©M^^S&ftftWJ 1 © 3 JKd^fELISA&l;: «fc t>$J 

m^±M # fcjft GD3 * p< ^ irtte©£jg#f8«) £ ftfc £ x ^ T tts 
DHFRa^dF *B**«ffl UT#tf*£M*i«fln3*3 gfcHN G418 * 0.5mg/ml> MTX 
ft lOnM^tf IMDM-dFBS(10)J&ife [»W^fl&JIE]fo»(«T* dFBS £^i3"f"& ;GIBC0BRL 
*t®£)ft lOX^tr lmiimmi l~2xl0 5 igfflfl&/ml tc£5J;5£!Bi»U 24 0*)\>7 
V- V VgWmttm C 0.5ml fo^ftlfe, SECO^ 37°Ct? 1 

x^oj&KfcftttfcooTfcJ:, ±i3£lRtfi©#&fc:«fcD> MTXitJgft 100nM£±#<* 
mSf&$ttZ G418 ft O.Smg/ml, MTX ft 100nM©^T-^tf IMDM-dFBS( 10 
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m6D3 **^m&88L^>7$-- PCM641LHGM4 © 5 /z g £ 4xl0 6 «O^e7X ^ x. 
d— ^NSOiSfflBa^^U^ hD^l/- >i£[1M h^^y P^— (Cytotechnology), 
3, 133, 1990] {3<t!3#A^ 40ml (D EX-CELL302-FBS(10) [FBS £ 10%, L-^;W* 5. 
>(JiTF> L-Gln fc^lB-T S ; GIBC0 BEL #$0* 2mM^tf EX-CELL302 igJft] CliU 

96 **)vmmm7'i'-h bttm) (-200 u \it> i;i/to^tfe„ 

5%C0 2 ^ -(*)-£* 37°C> 24BS!S*g#b£&, G418 £ 0.5mg/ml iZi&Z&o 

tiUBit i-2ip^itfeo G4i8^^^-r^^mtt©3D^-^mmu m 
m<om&> ztifcv^ji&t) t&m±m& ®ir u ±^4»©ta gd3 *x v^©^^ 

fe&*MfaM 1 © 3 Jg^^t-r ELISA mz <fc *) mfe b£o 

DHFRjtfe^liilim^^Jffl bT^fc£M£^flD£-tf 5Bl$-e, G418 £ 0.5mg/ml, MTX 
£ 50nM ^t? EX-CELL302-dFBS( 10 (dFBS £ 10%, L-Gln £ 2mM EX-CELL302 
t&ife) lz l~2xl0 5 *fflJB&/ml £&5«fcd£MU 24 ^j^7*1/- h (GreinerttM) 
(3 2ml ^O^Sbtf^CO^ >*^~*-|*IT- 37°CT* 1-2 51Si§#UT>50nMMTX 

^tfDJnGD3 ^m<£(Dtmi&<&m&%nMM 1 ©3 JStz^-r ELISA iSfdJ; SMfeV 
tz o ig#±?f # Ctrt GD3 * =? fcftfctf>£Ii>OT«> £ n £ :n ;i/©JfcHijE*&tfc £ OV^T 
±IBi:|SI^6D^^eJ:t). MTXitJg£ 100nM, 200nM fcJ«i&±#£-S\ Wtmvz 
G418 & 0.5mg/mU MTX £ 200nMGD?§jgT!^tr EX-CELL302-dFBS(10)^%T-Ji5iSortfe^ 
mGD3^^^fi ! C<*:&^0'r^Mfe^^l#fco f^nfc^ff&gMfcfct^T 
{is 2|ll<DIS#^^ej;5#-«<b (^n-Wb) ^ffofeo 
3. m^OGDS^-rsiiSArS^©^ (ELISA 

#C#© GD3 ^^S^tSilfiWTcD.fco bT^bfeo 

4nmolcbGD3^10//g©^'?;i/^ h^;i/7*77rm3'J> (SIGMA #§81) i: 
5 # g©=il/*^n-;i/ (SIGMA tt^) fc*^rtt 2ml ©x^y-«Cgibfe, 
m&%KD 20 >u 1 (40pmol/£x;i'£&5) £ 96 ELISA fflcD^U— h (Greiner 

WHO <D&t> x;H:-?n^^U S&SL l%^Hli?fT;i/^^ > (WT, BSA 
133*5 ; SIGMA *tSSQ £^t?PBS (feTF, 1%BSA-PBS fc^ta) * 100 // l/tzDl 
T'flD*, ilt 1 B^ISS^-STa^t- SffittSS^D y * bfeo 1%BSA-PBS ^JTC, 
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BjME«M*©»*±»*^tt»»bfet hM** : ?tm.<D&m%iiBimm* 50 u 1/^ 

^frX'tofis ll#IHI 1 EJfc<?f*fco -K/fo&s 0.05%Tween20 (*nftfc&3iS 

ttSS) fc^ttPBS (^Ts Tween-PBS ^gaTS) T-i£#& N 1%BSA-PBS T? 3000 fcfc 
ftRLft^^^y-^iMIV^tth h IgGiMLMit&m (American QualexttSO 
^tafrSttfcbTx 50 fx l/^x;i/-eiP^> ^iST- 1 Nf^S^^-a-feo US^k. 
Tween-PBS ABTS^ftM [Z.E'-Ty^-CXO-xfMVVfT!; U >-6- 
*;W*>g?):p>^-<>A<D0.55g£ lL©0.1M*:r>&iii»r&(pH4.2)ft:$&8?U & 
fflSmtSMMb*** 1 u 1/ml -e8Hm £ 50 /z x;i/tiDit^fi^^ 

415nm©igfc#& (WT> 0D415 £3lgBf 5) £8i]£bfco 

( 1 ) yb2/o fflmm&<D&mmj®<D®mRvtK{t<DMM 

±tz$mm i © 2 m ( 1 ) -e^n^tfc gd3 ^^^^^-r^^^mw^ 

D-> £BSA£0.23^ MTX£ 200nM N r V 3— |*^p-> (en?* T3 hmttZ ; 
SIGMA *tM) £ lOOnM <E>i§jg-e^tf Hybridoma-SFM Jgifeft: 3 x 10 s tt/ml h £ £ «fc -5 
{C^U 2.0L^t:^— ^h;u (Sttffi^ttSBQ 50rpm CD3ij&-ett#*g#l b 

feo 37«C©fiffl£rt-C.10HIW*&*8U ^#±M*HIiRbfeo ig#±*iJ: t) Prosep-A 
(BioprocessingftSS) *^A^fflV>Tx »f*OSiW«ft:filV\ ifi GD3 ^fcxtt* 
m^Ufco !lti!ibfclnGD3*^ift#:&, YB2/0-GD3^rp<7jH#:^«f>J-it*:o 

(2) CHO/DG44aj9S^*©^0«©^#SU r tn;#:O)ltS!i 

±iBHJ(B0'J 1 O 2 JS ( 2 ) -ef#^nfeirCGD3 ^trb#:££g1- £fl2SS!|£&*BII&* 
d->£ L-Gln £ 3mM> l&lttrRttJM (WTs CDLC ; GIBCO BRL*t§£) * 

0.53L 7)in-y?YG8 (JfeTFs PF68 iHfefglTi* ; GIBCO BRLttSO &0.3%<Dm&.T* 
^tf EX-CELL302 igJfcft: 1 x 10 6 i^BS/ml £ % S «fc o \zMM U 175mm 2 7 * 3 (Greiner 
#8!) IC 50ml -f-o^bfeo 5%C02 >f — |*)-e 37°CT* 4 Bft3Jg#&* 

#±?f fcHUKUfco J§#±?iJ; t) Prosep-A (BioprocessingttSO £-7 A^fflOTs 
*tt«D8MII*fc«£l\ ffiGD3**^#£*flgLfco »»lUfc4fcGD3**7tfcmiU 
CH0/DG44-GD3 *mt£%ttVt£* 
( 3 ) NS0 «0iiaffi^©^lBeilSa)^SViaft:©mS5l 

D->£ L-Gln £ 2mMs G418.& 0.5mg/mk MTX £ 200nM. FBS & U<Z>itJgT-^tr EX- 
CELL302 i&ifefc: lxl0 6 i«/ml fcfcS <fc-3fc»»U 175mm 2 7 ^ ;* 3 (GreinerttSO 
ft: 200ml fo^tfe, 5XC0 2 >r>^i^-^-^37 o C-C4BKm#^ *§«±?i 
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fcHUKb/feo 1^#±^J: t) Prosep-A (Bioprocessingttii) jb^A*fflV^ mtt<D 

mmm^m\ ta gd3 ?smitmm.\stzo mm^tziKGdz ^tnmt. nso-gd3 

(302) £%mttco £tz, mBWmWkmmt v->* MIS * O.SmgML 
MTX £ 200nM ©$tJgT*^tf GIT tgifetc: 3 x10 s *fflflS/ml £-5f;:Sg$§U 175mm 2 7 
7^3 (Greiner *fc$!0 £ 200ml fo^iUfco 5%C0 2 J >*a-^-*-|*]-e 37°CT" 
10 Bfigt&#&> ig#±fi^IIliRbfco *S#±?f<fc t> Prosep-A (Bioprocessing #.W 

**^fcm*. NS0-GD3*^J/W£ (GIT) ZZtttttzo 

(4) swmu&*<D&mmm<»^mTkvtiite<Dmwk 

5-304989 (3|B«8©tn; GD3 SBSfelfeiliS^ P->£ 

G418 £ 0. 5mg/mh MTX & 200nM (Om&^ts GIT tgifet 3x 10 5 *MflS/ml 5 J: -5 £ 
!BS*SU 175mm z 7^^=i (GreinerttS^) Jd 200ml -f-o#&Lfco 5JfcC0 2 
*-f*JT- 370CT- 8 BFStgi^^ *gSt±?i£II]iK bfco *&H±ffil<£ D Prosep-A 
(Bioprocessing *tSO ^^ASfflV^Tx ^tt©iBBJ3#£$Ei,v trC GD3 ^iJvffc^e 
mmvtzo MgLVtztfiGdZ**'? SP2/0-GD3*/^ifi{fct£{Wfco 
5. mm^tztfiGM^t^irLftVMffi 

±$mmm 1 <D4JMxn^fitz^mmmmmx^.m, mmvtz 5 s^©^ gd3 

^Vite<D& 4 u S ££r*ncD#i£ ^-(Nature), 227,680, 1970] £££oT 
SDS-PAGE U ££^#rbfco *<Dt£m%%& 1 Et^lfeo lg 1 Elfc^ 

bfe«t^^> m$avtz&mm**^Vim±. ^?nb#m7z,mftT-e&fr?&&m 

150^D^;i/h> (WT> Kdh^IBf S) Kj!p\ SIte^T"?^ 50Kd 

cDNACDi^IEW ilS^fi (Hfg:#J49Kd, L$|:#j23Kd. A=Hk»:m 
144Kd) fc«&-gtU StC, IgG McDtrt^tts #il7clfe^TTtt^fi«^ 150Kd 
T'fctU jlTC^T-eti^F*!©^^;!/^^ h**S£- (JW"r\ S-S^^^IB-rS) # 
Wn*n> m 50Kd ©fl^fifc&o H 25Kd ©#^i&gfO L iik:#8¥Sft5 i: 

l>5Sg^ [TVtM tf^-f X : h 1) — = a 7*;M Antibodies: A 

Laboratory Manual), Cold Spring Harbor Laboratory, Chapter 14, 1988> 
u—)-)),.?^^ 4 X : XU >*/y°)lX-T> K • X^ * ^ ^ ^ (Monoclonal 

Antibodies: Principles and Practice), Academic Press Limited, 1996] £— gtbs 
^GDS^^^inl^iEbV^^om^^tbT^^^ tf>-om$i£ntzCLtfi s 

m^ntzo 
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1 . $t GD3 7tm<D 6D3 fc*Tr (ELISA i£) 

±ta^Hgpj i o4XMT*f#e>nfc 5 affiojftsgin; gd3 =?mk<o gd3 (SEPiuttt 

ftl) fc^*tt^tt**Sfc^l©3^Kl^t- ELISA astl«t?)«!lSUfc« &2ElfciU 
^premGD3^^^ifL#:©SJK^^b^^T^Mt4^Mb^^-efeSo i2 
Bit:** bfc<fc 5 C, 5 ffigcDtfi GD3 ^inrffc&x &«l§!^tf> GD3 C*rr S^MI* 

Stl8toe>f> -£T&5Cli:£^bTV^o tfes NS0-GD3 Zrt^mfc (302) i: 
NS0-GD3 3M (GIT) ©Jt«*&tftJStS^tStt^ 

-^-e & £ c t m $ ti & o 

2 . inl GD3 ^m&<D in vitro «|Sfl§rS& (ADCC rSte) 

±KHite0'J 1 © 4 mtm btitz 5 GD3 ^m&<D in vitro fflflSft 

( 1 ) m$jmmmm(Dmm 

RPMI1640-FBS(10)tgifeT"J&iibfct: hp< 9 y-vtg#j^sa^G-361 (ATCC CRL1424) 
© lxl0 6 «^l®^bs SJtl>rtt#;!H"??feS N^'CrO,^ 3.7MBq J*5S&D*T 37 0 C"e 1 m 
IBKJfc*** «4fife*M§i^bfco KJ&SU RPMI1640-FBS(10)Jgi{feT-^^StJ ? 3i^ 
flight;: J: $ 3|g^u.%16K:S!Bi»U 4°CT* 30#H**tc;tt«bTJWi4«9H 

RPMI1640-FBS(10)tgtfe>& 5ml fln^.s 2xl0 6 «/ml 

(2) X7ii7^-1WMS 

tttt XmmM 50ml >^ h U >>A (j£S%Rtt£l) 0.5ml 

^tHzm^ffco CtiZ Lymphoprep ( Ny corned Pharma AS *tSO %m^X&mWlW^ 
M*toam,TSm&M&&m\sfeo RPMI1640-FBS(10)i£JfcT3[n]&i|>#8SbT 

(3) ADCCtSt40«iJ^ 

96 ^^llV^J&y-U-h (Falcon #«) ©#£x;i,fc±gB (1) T'iilfeM 
«US««[CD 50 a 1 (lxl0 4 «II»/'>x;i,) SMlfe, &^T- (2) "eMibfc^:? 

100 u 1 (2xl0 6 iim/»>x;K ni7x^^-«i:^Jfflfla0J± 
&20:1 £&S) ^Anbfco Mtw, #@^GD3 ^tKfoZ&mi&mm 0.0025-2.5 
#g/ml t#SJ;5£j&n;Lx 37°CT- 4mfflRJ&£*ttco ru- r £$i<fr#g$ 
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mco s, cr m*mfe-r z> z. t iz j; t? ^»^o adcc mttttTSCt: £ o 

ADDC?Stt(%) : xlOO 

•5 *k YB2/0-GD3 ^tiifr&m'bm^ ADCCrS*4£^U ^^-e SP2/0-GD3 ^tfi 
NS0-GD3 ^trbtt. CH0-GD3 5&ift.<DmiZ^ ADCC *£4$£^Lfco J&*fc 
ffl^fe^ifeCDM«:-SNS0-GD3^^3tn;^ (302) £: NS0-GD3 ^ trite (GIT) T'fcts 

^n£©ADccts^M&is#>£n&a>ofco iu±cDJis*tts tfite© ADCC £ 

HJK09 3. tat h-f>^-D>f^5H:7^-a»t h I* CDR f£tetrt#©ftfi 
1. titb: h^>*-n-T*>5 \s-b7*-aMt bM CDR^tfi#©£££jg«CD 

(1) h^iD-TYB2/0«BI!a%fflv^^jg«fflfla©#Si 
W097/10354{3fBS©tri;t >^-n-Ydr>5 l/-fe7^-ait ^CDRj&tetrtflc 
(WT, tnlhIL-5R a CDR ^HJJvffc£ligp6t*2») ©IS3^**-pKANTEX1259HV3LV0 
£;fi^Tin;hIL-5R a CDRi^*ttfti*:©^^mJfflJia&Wl r ©«J;^ L/Tf^Ufco 

trC hIL-5R a CDR 1&WikQ&m.'<>? pKANTEX1259HV3LV0 © 5 u g * 4x 10 6 ffljg 
©^y h ^ ip—v YB2/0 IIS'M U * hn*U->3>^ [1M hr^yni?- 
(Cytotechnology), 3, 133, 1990] ICck^A&x 40ml tf> RPMI1640-FBS( 10)13 

u 96 ^^j^mmmru-h ma^-t^j h*t®o iz 200 u ^v-ofr®. 

htzo 5%C02^>=^i^-^-(*IT'37 o C> 24^S^bfe^ G418 ft 0.5mg/mn3^ 
■Scta^^Pbt l-2M#lf:o G418^ft^1-^te^©=JD-~* s m^ 
U ti5g©^to?>nfe'>3i;i/ < fc!3lg#±?Sft[p)JRU ±a*©Jn; hIL-5R a CDR 
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mfa<Dtmm&m&&?mM 3 © 2 m^-r elisa mz «t s mm ufco 

^«±r»^{3in;hIL-5R a CDR &m$ii£<D£.mWWZtoe>tltzt7 *fr<DW*W&&m.£. 
o^Ttts DHFR ^^lii|l^*f«JfflUT^^a^Ji3!lP^-y-?>a«3-C% G418 £ 
0.5mg/ml> MTX & 50nM RPMI1640-FBS(10)igife{;: 1~2 xlo 5 jjfflJjS/inl fcfc 3 <fc -5 
1IU 24>>x;wru— h (Greiner *ti0 £ 2ml 5%C0 2 >*i^ 

-*-|*re 37 0 C-e l~2jMi&HbT> 50nM MTXiSt^^^-T^Mfe^^^bfeo 
SMfe^COtim^to^nfe^^^CD^^^^C^hlL-SR a CDR ^ffij/CffcOta 
M^rS^^HWJ 3 © 2 mzmt ELISA J; D WtiL Vtz 0 t&m±mWztfi hIL-5R 
a CDR^M^©^0^»^nfe»>^;i/<3D^^g|^Co^T^ ±t2tmmv>*> 
i£C<fc t>> MTX3i&£ lOOnM. 200nM tm&±&£^ g^ttlC G418 £ 0.5mg/mU MTX 
£ 200nM ©MJ*T-^tf RPMI1640-FBS(10)Jgm-eJtJfiRltg^-3> flfc hIL-5R a CDR if£*fi 

m^^^Mt-s^ism^sttfeo ^^nfe^«Etfet*fcov>-ctt, 2[i]©i©## 

^t3j:S^-JffllBa<b (^D-Wb) fcfrofco ^©j;a(3bT^?>nfein; hIL-5R 
a CDR &mm&&&TZMX&tomX&*u-> No.3 tt¥fifc 11^4^5 BttT'X 

Stt^^xfiiSiiM ( b ^H^ftgmo < «m* 1 t e 1 # 3 ) t ferm 

BP-6690 h U"«BE£nTl^o 
(2) CHO/dhfr-«BiaSfflV>fe^«ll!acDf^Si 

W097/10354 {CiB*8©in;hIL-5R a CDR if^fcxifr&g!^ * -pKANTEX1259HV3LV0 © 4 
,ag£ 1.6xl0 6 ^flSCDCHO/dhfr-«^l/^ hD^l/-^3>S ["tM hf^^n 
^-(Cytotechnology), 3, 133 (1990)] td«fc»)#ASk 10ml © IMDM-FBSUOJfcMS© 
U 96 £ x;i/«#M7U- h (S^^ttSSt) 200 l/-)i;i/foMtfeo 5%C0 2 

^zl^— ftT? 37°C, 24B#fSig«Ufc&s G418£0.5mg/ml fcfcSJ^fc^flD 
UT l-2M^*U3feo G418Wtt*^1"^telfe^cD3D^-AJm3EiU igm©iS 
»^nfe^^;i/ t t>)^#±^^ll]itStb> ±?H#©in; hIL-5R a Cm&mKfo(Dffimi& 

^m^mmm 3 © 2 jgt^-r elisa & «^ ufe. 

Jgj£±?I*fc:in;hIL-5R a O)E^ttlftf*:©^0^»&nfc^ai;i/©^Kte»«cK: 

o^ttt> dhfr MB?mm&*mmvxffi<£&m&%mi}n$K%>BmT-, am % 

0.5mg/mk MTX £ lOnM^tf IMDM-dFBS(10)Jgi8ifc: l~2xl0 6 ilfflflS/ml 
®U 24^x;i/7-l/-h 0.5ml fo^Lfeo 5%C0 2 >f 

lOOnMs 500nM iz±W$^ mmftlz G418 £ 0.5mg/ml> MTX £ 500nM ©itST^ 
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tt IMDM-dFBS(10)^TE#^ttJ&^NffihIL-5R a CDR^te^#ft^£gTSff2f|i|£ 

n-Wb) ftfrofco 

•V5> h XYarranton) e>0^S[/W tf/^? y d ^-(BIO/TECHNOLOGY), 10, 169 
(1992)] izm^ W097/10354 izmfficDifi hIL-5R a CDR IB Si * - 

pKANTEXl 25 9HV3LV0 ±£>#[# H glStf L M cDNA ftffl ^Tift hIL-5R a CDR femSnfoft 
i^^-^MU NS0i{fflflgftff$!il3£&U trihIL-5R a CDR^ffiiftttftiiS^-r 5 
^Iff&glttft^fco #£ftfc^?ti|g|^lco^T&s 2@©Rg^#^^J:i,#-^ 

JlSfti (*D-Wb) ftfT^fco 

2. Jftfr©hIL-5RaK:*frS«i^?S<4©ai^ (ELISA&) 
fcift:© hIL-5R a C?tt5^i4liWTOA^ bti^lfco 

W097/10354 £H3S&fDin;hIL-5R a^«>;*fi!M*:KM1257 ft PBS T* 10 a g/ml CD«JS(c:# 
$Rbfci&r#<£>50 1 ft 96 ^^KDELISAfflCDT-b— h (Greiner *tS£) <D&t>*)V 
£*ft^ft#iiU 4°C"C-20I^^Mii&^-a-feo UBSA-PBSft 100 u Mt>zc)\, 

■eUD^s ^ST- 1 ^KS/S^-yT^-r^rS^ft^P ^ ^ Ufco 1%BSA-PBS ftf£T. 
W097/10354 J3H3$fc©nr^t£hIL-5R <*ft 1%BSA-PBS 0.5 u g/ml GDitJ&l;:##!bfc?§ 
r£ft 50 jul \/tf ^JVX-m^ 4°CT- 20 mmsU&g&fzo Tween-PBS 

-e&^s jf$^te^cDtg^±^^(i)i«i!iufet hSCDR^*tm^=&ffl^^ 

ft 50 fj. l/^^JVXM^ gSf 2 B#figM/fo fiJfcSU #e7^;uft Tween-PBS 

7?^^slXBSA-PBST?3000«(=#SRUfc^;i/**^^-««tt^^fiit h IgG(HftL) 
trk^*« (American Qual ex #M) ft-»ttfWg«fc btx 50 >u 1/* *;i/t?Jp*. g 
ItmK^tfeo KiSfts Tween-PBS T*zfc8^ ABTSXff$£ [2,2' 
*(3-.x*-;W<W*-r\/y >-6-^;i/^>^)T>^^<>A© 0.55g ft 1L CD 0.1M ^ 
^>»»«*(pH4.2)fci»jBU ttfflifif&fcj8BMbzk** 1 M 1/ml T-^P b£i§?d 
ft 50u l/^^;i/T*iD^T^^^ 0D415 ft«iJ^bfeo 

3. trihIL-5RaCDR^tein;^)liS^ 

( i ) yb2/o mmm*<D&mmM<DmmRvm<&<Dmm 
±mmmm30im ( 1 ) x-mstitzVihii-siL a cdr &ma<*&&&T&j&mm 

t&Mffit D - > ft G418 ft 0. 5mg/mL MTX ft 200nM £>i§&T-^tf GIT igife£ 3 x 10 5 ffl 
m/ml fcfc£«fc"3lc:!Hi»U 175mm 2 7^^n (Greiner*tM) C 200ml f^bfe 0 
5XC0,>f >*A^-*-rtT?3TCr8BWJSa&U t§il_h*if ftHUfcbfco *g#±?SJ: 
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£)IMb*:o *SMbfetn;hIL-5R a CDR &lRjLijifct& s YB2/0-hIL-5RCDRm#££ttttfc* 

±Mnmm 3 © i m ( 2 ) t-i# ^n^tn; ml-sr a cdr &mmte%£.m-? zmnm 

mMM7 n->£ L-Gln £ 3mMs CDLC £ 0.5%. PF68 & 0.3%cD*ijgT-^tf EX-CELL302 

ffll^T 100rpmO^T-M#^#Ufeo 37°C©tl^P«gr- 10 BPTO#^ 

hIL-5R a CDR &W3Kifc3tWWllsfto mmisfz&i hIL-5R a CDR ^tetnrtfcfct. CHO/d- 
hIL-5RCDR£t#:i:£ttttfco 
( 3 ) NSO »^*©^S«©lS*S^Jn;^CD]|iM 

±iznmm 3<Dim ( 3 ) t-*§ ^n*^ ml-sr a cdr mmm^^m-r^nmm 

t&SM^ 7 o — > > h > (Yarranton) 5.©^^ [/Wt/r^ypi?- 

( B 1 0/TECHNOLOGY ) , 10, 169 (1992)] lz$£\,\ Jg#gL t&#±?i^Il]lRbfeo i£#± 

t)^ *->&Bi?n v h^^^^f— Rv"?jvmmm*m^TtKhii-5% a cdr^*i 

irt^^^Ufeo #tMUfciri;hIL-5R a CDR ^ffitJt^tt, NS04iIL-5RCDR fcWfcil^fW 

4 . mm bfci/C hIL-5R a CDR ^*tm<fcCD#M*f 

±13^^)3© 3 JiT'f#^nfe#«ll&^mT-^^ ^iSibfc 3 «M©tn; hIL-5R 
a CDR &mfm<0& 4 >u g ££t*n£>;S& [* -I- ^-(Nature), 227, 680 (1970)] 
SDS-PAGE U ^«St>*i^)i«JS^«f«f bfeo *<Dl£3k*m 4 miZvkVfzo 
Sg4EltC:^LfcJ;5t3 N JliS!ibfe=S-mhIL-5R a CDR^*tjAWi, V>-fftfc#jI^% 
#Tt-tt^l^ 150Kd <Di£-©^> iiTn^TT-tt^J 50Kd tffi 25Kd © 2 
#©M> K#fg#>£ftfco dtl^O^atts H ^Stf L m<D cDNA ©igSIB 

5>J^e>jt^^n5^i (Hli : J^49Kd, IB : ^23Kd N ft=fr£fo : m 144Kd) £15 
£-&U JgfcU IgG ^©fcttefci:, #j!3?clfe^TT-tt^att^l50KdT!&l3s »tg 

50Kd (Dfr?m*m-o nffitm 25Kd <Dfr?m%&^> l ii^i^ns h v> omm it 

^T'f^r-fX : 7-7^7 r U — x'—^/'M Antibodies: A Laboratory Manual), 
Cold Spring Harbor Laboratory, Chapter 14, 1988s 9 n — i~J]/'T>^ -Y 
YX:7°>; >*>:T;i,X-:r> K-T'^t^ * (Monoclonal Antibodies: Principles and 
Practice), Academic Press Limited, 1996] £— gtU =&tnt hIL-5R a CDR 
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msm 4 . m ml-sr a cdr &w$m<Dm&nm 

1 . trthIL-5R a CDR gMfilntf*© hIL-5R aC*f"TSi»S^?Si4 (ELISA&) 

±gB^SS^J 3 CD 3 JgT'ff £ tifc 3 fBSKattSttni hIL-5R a CDR &mtiite<D hIL-5R a 
^^TS^rSt4^lli(B^J3£D2JM(3^-rELISA^^ e t »5^Ufeo % 5 Btiu » 
-TSJrihlL-SR a CDR »ffitt<*0«fi**^**T3|IS«&?S<4**ftWUfc*g*^ft*o 
S 5 W^m htc <fc -5 fcs 3 fBSiOft hIL-5R a CDR ^Mttfitttts HKIW© hIL-5R a 
t^-rs^rS^^^bfco CtfDHXttft)K0d2<Z> 1 Beats* &H4lftC% SMfrDttff 

^bTMSo 

2 . J/UIL-5R a CDR ^fltJrift:© in vitro «P$^7St4 (ADCCfSte) 

±§3H»J 3 CD 3 JiT-f# 6 nfc 3 HM<£>*if Mini hIL-5R a CDR &teftCtt<Z) in vitro 
jBUfi»^tStt*fl I iliit"*fc^ JiTFC^-r;5$£(;:#£v\ ADCCMt££$J^bfco 

( 1 ) mt^mmmwL<omm 

W097/10354 lZ$Zm<D hIL-5R atji;&t5/?fj3£#gmbT^S 7>>X T ijifflfl&l* CTLL- 
2(h5R)^ RPMI1640-FBS(10)^«&T^#U lxl0 6 «/0.5ml £-5£Si«U 
SM*f4«&«-C*S Naj 5I Cr04* 3.7MBq mmUTLX ZTVH 1 .5 B9IH£j&$'tt\ *fflB&£fifc 
JW«gttUfco SJfc&s EPMI1640-FBS(10)«fil!i"e«»arJfait^K*f^t:«fc») 3 0«t# 
U *»*feCII!K*bs 4°Ct?30^^J<4 I ^ifeBbT5fel*^K^S^^^'frfeo & 
>bftM&, RPMI1640-FBS(10)i3i1fe£ 5ml 2JD;tx 2xl0 s i«/ml £R£IU 

(2) j:7x**— ifflJft**CDHS 

flffT AMUfil 50ml «U >i~ h U (SSffll&SfttO 0.5ml £;bP;Ul 

•^^^^g-lffeo Polymorphprep (Nycomed Pharma AS *t&!0 £ffl^T{£fflt&BJ3 

gcaew &>i>#«bT#^J&i£#«tbfeo rpmi i64o-fbs( io )mm-e 3m&foftM 
bTi5t#^ *&«&£^t 9* io 6 mm/mi <Dmfe-en®tmu ^tt-wmmwi 

( 3 ) ADCC fSt£©ifJj£ 

96 ^^i/U^J&TV-b (Falcon x;i,fc:±f3 (1) TSBSibfc^W 

*BIIIS»«© 50 // 1 (lXlO^W"?^) £#&bfc 0 &^T« (2) T?il»bfc3i7 
x?* — SBia^S lOO/z 1 (9xl0 5 «/£x;K ^7 *fflJ&fc^WilJ&©lt 
tt90:l »bfeo M^s &«in;hIL-5R a CDR &^rCf*:£3«§«SJg 0.001 
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~0.1//g/ml tteZ&otZlmX-, 37"CTM«MHKJfc<*'tl'fco SJtSSfe, 
ADCC rSt£&T5$l3 J; » 

±m * <D 51 Cr ft - g 8&fi?6$ 51 Cr ft 

ADDCfStt(%)= XlOO 

£*¥8i s, Crft- fU8<fl?|§i 5 'Crft 

$m<Dr> *k YB2/0-hIL-5RCDR St^g & ^ ADCC r£t££^U tf^T- CHO/d-hlL- 
5RCDRtni#:x NSO-hlL-SRCDR^OHE^i^^ ADCC fS^^^bfeo «l±®HJ|tH:£)fc0! 
2©2JScD^i:llIJ;^lc x ADCC Stefcfc, SttC^SIMMBUBC 

jsa-e^s ufem^g*)^v> adcc ufe c yb2/o ras/ii^ £ c ^ c 

<fc 0 s ADCC MttOSEV^tafr £ 5 d £ S> t * -o tz* 
3 . ir[hIL-5R a CDR f^fitj/tffc© in vivo *Jtt£?5t£flMiffi 
±taHM0iJ3<D3JSr-^5>nfe3«^©)|f|Mtn; hIL-5R a CDR in vivo 

tj - ?J If ^izHiOB «k t) hIL-5 (S8$i7j&fc* W097/10354 tcffi«) £ 1 u g/kg T? 1 
B 1 HI, it 14 HIWa5j$T £ t? Ufeo#ffliJt hIL-5R a CDR 0 BO hIL-5 

i ^p^But- o.3mg/kg -e&mftizmm&shtzo tftmm^m^ > h o-;w 

fcbTffiV>fe 0 ^m#2¥tt£-f¥ 3 sf (No.30K No.302, No.303, No.401> No.402, 
No.403, No.50K No.502> No.503) , &Ht3m-$mU 2 gg (No.lOK No. 102) 

^ifi^f^fco «#wise© 7 bmj; D»#a 42 a as-cm^cw m coism 

*««#IIR*fc«±^JIB#iR«fct)fiE«lU l^l©5|c«jfli»t»<0»Sl3»ft&«!l^bfco ^ 
©j6**H7Blfci5*L;feo & 7 HK:^Ufc«fc -5 YB2/0-hIL-5RCDR Jn#£&#L£: 
PTtis ifil^^^OJiAn^^KlWlM^tlfeo -73s CH0/d-hIL-5RCDR ififo(D&-$- 
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^(i^^-e*>ofeo W±fiD|fi*«±x tru^© in vivo ££fcfflV^lM!MBUiS 
£cfcoT*£ <I^Sui:^bt^5o trthIL-5R a CDR^MJrC^T-tt^© 

in vivo rS44©^£ HJS^I 4 © 2 JgT-jzfc^fc ADCC rS*4©i^£ i:iE©fflH*«B«> £ 
tife^ip^ *©*SteSBBfc:BU ADCC ?Si40tt**««ltt)TM5t?*4ci 

i. z-75^Ku^>«iijB (PA*b»«) (Dmm 

;n>-tf-f ^D^— (Method of Enzynology) ,83,263,1982] 0 fc F^>£BftS;b/fe 

(J.Biochem. ) , 95, 197 (1984)]o^^i« UfcJflfgKPA fbflttg) Surperdex Peptide 
HR 10/30*^ A (Pharmacia *t§!0 W&9i:#lSt bfco tftttlia&&'bWtt 

2 . ijf^tn; hIL-5R a CDR ^ttirti*:© PA itmffi<D&m HPLC 

±IBHSfe0<J 5 CD 1 JST-USi Lfc^STOi hIL-5RCDR mi£<D ?Mtmffl*m^T, CLC-ODS 
*7A (Shimadzu*t£0 ££SMffiHPLC##T£fTofco $§iJS<Da-L-:7:3 S/**---h? 
(-)->»fi^ SIGMA #SSQ *PAfl5»«C»JnbT?HYb&m^ (37°C, 15 ISMS) . 
MffiHPLCT#t/fbfc (^8 o r*/^=¥>«S^*M*tt 30 &mti>*> 80&m<D& 
Ht-^m-r^^i:^ TaKaRattMPAfb*i^^^>^— K£fflV>TfitfSLfco 
n^^ifbCioT^ jtffi HPLC CD^mffig^i&f 3*10 (48#|Sfr£ 78 frm 



$ i « 





a l-6 7n-^«g^«S^ (%) 


YB2/0 


47 


NSO 


73 
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YB2/0 «T'£g£i* fcln hIL-5RCDR mmmmm 47% N NSO We^jg^^fctn; 
ML-5IOR ttffiffittfcfcfcJ 73%#<z 1-6 7n-7^*oii^-3fc. iot, YB 2/ 

3. »«ilfi;hIL-5RaCDR»«Jaff<©#»jSfig^#f 

h •J7;i/^PWKK:«tS»iD7K^»k:*fc>)^ YB2/0«, NSO «*5«ttJ f CHO/d m 

M^&mvfcfchii-m a cdR&mmt<Dmm*mmiz&mv, biolc (Dionex*tss) 

SB 2 « 





Fuc 


GlcNAc 


Gal 


Man 


ADCCf£f£(%) * 


YB2/0 


0.60 


4.98 


0.30 


3,00 


42.27 


NSO 


1.06 


3.94 


0.66 


3.00 


16.22 


CHO/dhFr- 


0.85 


3.59 


0.49 


3.00 


25.73 




0.91 


3.80 


0.27 


3.00 





7 u-^Offl^lttts YB2/0<CHO/d<NS0 fife t) s **gjRT? * YB2/0 ij«T-£g b 

6 . CHO/dhf r-«flflS^0tni^©«S^fil«f 
CH0/dhfr-«T«^bfe)liSSiin;hIl-5R a CDR igfttlftfrip 5, PA >(b|gfg£lS$!iU 
CLC-0DS*5A *fflV>T3tffiHPLC^#f*fTofc(je9ia)o JBOEIK:*^ 

T> ^m^35~45^dS7 3-^^fc3&V^m> 45-60 #Hg#:7=i-;*£&o 
tMR-Cfcofco CHO/dhf r-»4ib fe^ hi 1-5R a CDR i&teffittfciu v^**:rn 

Hl«J 7. ffi ADCC tStttrt^O^SI 
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7= ,_^3 fe ^ 0 )|g^{c:^■r■SU^^•>^^^^fflv^T> 5 y r ^o- ^ YB2/0 
<MT*£0£H2-£tn;hIl-5R a CDR £tttttt©#«*fT-3fco HPLC fci:Ai«±»LC-6A 
SfcMfci: lml/#\ *9 Afflftfctgffl-Cfrofco 50mM h U *-«ftSMft«i*<pH7.3) 
"TfspWfbU #fM<*ftfc#thIL-5R a CDR&lfiaifcfc&A^ 0.2M a-^^VTW 
H(^*^>f ^^^ttitt)©it»«ft*3ia(60^'ia)K:-CSmbfeo J7ihll-5R a CDR*£ 

hIL-5R at3*r-T5^tStt : fe«'J^-r?>i:sl^1i©^?5t4^^bfe(^ 10 EI ±BI)o 

adcc m&zMfe-r * t, immm&<Di3ti s ®tmmfr<D-&& o *>^v^ adcc em**** 

bfc<S«10ig TEI)o <*e>fcs IR*IH^©-«B<pe)PA<b*«l*W«U 
CLC-ODS*vA (Ajtt±«D *ffl^T5ttffiHPLC«>#fftfTofc(^llBI)« 

HM8. 1&^«Wft»t:*W'*ol,6-73S/;i/b9>^7*^— K (FUT8) m&?(D 

x>\2±7s$— ^fi*CH0/DG44«Bfla*s 10% FBS (Life Technologies^ 
) *3<fctf HSiftgCDHT supplement (Lif e Technologies*!) 4 W bfcIMDMtgifc(Life 
Technologies^) twiggy 2x 10 6 cells/ml(D^T-^«^ilfflT757 ( 
Greinerft) fcWSbfc* f h S. ^P-v^YB2/0«*. 10% FBS (Life 

Technologies^) . 4mM ^ > (Life Technologies^) £«lbfcRPMI1640tg 

Jfe(Life Technologies*! U 2xl0 6 cells/ml©^T-r?ii«^fflT757 ^ 

7U (Greinerft) fcflfflbfco dft£>£37°C£>5% C0 2 >f >#a.^-*-pVeig#U 
^#1B@ X 2H@s 30g. 4 0@*5«J:rJ t 5BB{-=&^«ailSlxlO 7 cells^IlliRb 
N RNAeasy (QIAGENftM) D^RNAfcffltHbfeo 

^:RNAS45|Al©MM7K^^I?bs RQ1 Rnase-Free DNase (Promegaft) 0.5U/nK <t 
JgfiDlOxDNase buffer 5nU RNasin Ribonuclease inhibitor (Promega*t) 0.5nl£ 
Zti^tilzmtolsX, 37°CT*30#iiaM/fo£-y-fco SJifefts RNAeasy (QIAGENft) 
D£RHA&^*»»U 50 ( il©M®7j<tC^bfeo 

»e>ftfc#*©£RNA3|igfcoi,^ ^U^(dT)&7*7^v-hbTSUPERSCRIPT™ 
Preamplification System for First Strand cDNA Synthesis (Life Technologies^ 
) 20\i\<D&'ZMM'mB.Jfc%ftl<\ cDNA££-J?Sbfco «Hr^iWiaffiifeFUT843 «fc 
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-r % £ t*-8o°ct-«^ u tc o 

( 2 ) ^ W - -X^AX*-FUT8:fc y rFUT8<D&cDNA^#»rJt©Ifcf# 
^W^-X/nA**— FUTS&cfcO^y hFUT8CD#cDNAgP^»rM-(D^(^ WT© 
cfc^tcfrofeo *1\ t h FUT8cE>cDNA[ Journal of Biochemistry, 121. 626 (1997)] 
&£t>*X*FUT8cDcDNA[Journal of Biological Chemistry, 271, 27810 (1996)]fc# 
a©«*KWfc»UTl*aW«f^-f^- (iB^I#^l*«tU t K^!I#-^2fc:^-r) £ 

&fcDNA# «; p< ^— tf ExTaq(SffiJitt)*fflV^Ts ( 1 ) TMH b&ig* 2 B B©CH0 
«BJiaS*cDNA* itfyB2/0«ajfiS*cDNAft#^r 1 Hl£^t?25fxl©M«[ExTaq 
buffer* M5£1±K 0.2mMdNTPs s 0.5mM ±IB«pJIW^W v-(ia^!l#-^ 1 *S«fctfIB 
ai#^2))fcMKU ^'^7- tfjCMG^ (PCR) ^ffofco PCRtts 94°CT*1^ 
OiPj»©a. 94°CT*308>^ 55°CT'30©>^ 72°CT* 2#H8*»£*e*KJfcS 1 ^ 
tUT30-b-^;i/©gK ^?>(w72 o CT-10^^M-rS^7?fTofeo PCRtcfcSlifc 
#^fttgiflHfftf-979bp£T0P0 TA cloning Kit (Invitrogentt) tffl^t^X? h* 
pCR2.1^»Jgb> ^^-^--XMA^^-FUTS^^^^y hFUT8<D6-cDNA^»fM-^ 
^tf 7*77$ p* ( CHFT8-pCR2 . 1 US <fc t>*YBFT8-pCR2 . 1 ) £ffc» b o 

mf#bfe=&cDNACD^iH^Jtc-o^T> DNA->— ^ai>-9-— 377 (Parkin Elmer*t) *5 
ctt^BigDye Terminator Cycle Sequencing FS Ready Reaction Kit (Parkin Elmer1± 
) ftffl^TStetU affbfccDNA*S5 L -v^--XyNA^^-FUT845«tt5^^ hFUT8 ( 
E?!J#-^3 43«kt>*4(c^-r) Ot-r>>J-rOy7l/-^ (ORF) «J^iB9!I*3 
-K-TSCliiSfil^bfeo 
(3) XaA^^- p-T^*->33J:tf^ v b0-T^>cDNA©$tf# 

T-|TOJ6t#>te>ft-CV>£fctf\ =&«S*cDNA^S^^coa^i:bTiis p- 

■efT^feo t-fs XMA^^-p-r^^->^yAiB^iJ[GenBank,U20114] 
*5«tt5^y rp-T^>^yAI33nj[Nucleic Acid Research, 11, 1759 (1983)]<fc9 

<tt>*iH^j#^7 ic^-r)^ism-bfeo 
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«fi^cDNA*5J;OTB2/0«fi*cDNA 1 jil£^t?25jU<DSjfo*&[K0D buffer #l(Jpi 
0.2mMdNTPs, lmMMgCl 2 , 0.4mM IMfefc^mm?^ 4 v- (SBSW^ 
5£J:tfiH#J#-J§6s *fe{«^J#^5^J;^iH^J#^7) , 5% DMS0]£M£U 
U*t7— fcf^giSifo (PCR) *ft-ofco PCRfcfc, 94°CT*4M©JMCE>&, 98°CT'15 
#P^, 65°CT*2#^ 74°CX30OTfr£>&Safo£ 1 UTs 25i^-T ^^fr 
^ fee ?mz X t)^fe#^W±iili»fM-1128bpCD5 '3fc^£MEGALABEL(^g#:)£J; 0 
•;>^bbfe^> pBluescriptll KS(+) (Strategene*t) fc s ^JIS^EcoRVtc <fc 0 W 
®TbT*Ue>ft£#TJt (2.9Kb) ^Ligation High(^#ife5tt)T^U ^W^-X/n 

CHAc-pBSs YBAc-pBS) 

m.mi,tz&cdM<Dm&m&}*, DNA->-*:n>-9--377 (Parkin Elmer*tS¥) *5«fctF 
BigDye Terminator Cycle Sequencing FS Ready Reaction Kit (Parkin Elmer$tS!D 

#cDNA©0RF£ftIE?U £5tf& b o 

(4) Y&&mmm<»n> fd-^ouk 

<DFUT8itfc^fr 5. ©mRNAte^a ^fiiJ^-T 5 «> fc. * -f &fi*&&^fifc U 

I^S^CfflVASFUT8cOX^>^-KhL-t{±s (2) tntc* W 
-FUT8:fc<fct>*^y hFUT8cD=S■cDNAg|J^»T>^-*pCR2.1^c«E^5i^/£7•^X^ KTifcS 
CHFT8-pCR2. «fc YBFT8-pCR2. 1 %Um.BmVcoMT*Wm bTf# S» ftfcDNA£iggHt 

FUT8j£M<D[*jgPn > j> D— )lt Ittts CHFT8-pCR2.1*3j;tnBFT8-pCR2.1©^ 
- — X/nAX^-FITOsJ;^ y hFUT8©rtMSi2^J©ScaI-HindIII^ 
203bp£^&£-fcr£C £££ »5f#P,nfeCHFT8d-pCR2.1*5ctt^YBFT8d-pCR2.1^ N $!JPK 
gtMSSEcoRIT'ijD»T bTf# btltzmk&mffiit bTffl Vn^o 

^«f*|CDp-T^^>?i^^?)©mRNA^»OX^ HtUlt ( 3 ) 

cDNACDORF^S ^PBluescriptll m+)lzmfr&/uJ*75 Z ^ KT?&SCHAc-pBS*Jctt>* 
YBAc-pBS£s HU#{iHindIII*SJ:OTstIT% ^#iiHindIII*J J:tKKpnlT*x =&*t2J#rU 
T#6ftfcDNA£ifim'(bUTJB^fco 
p-T^>JtfiGD[*)g&3> hD-;i/tlyt^ CHAc-pBS*j<tt>*YBAc-pBS£7)a*>. * 
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DraIIIH180bp*^^^^SCl^^J; DI#^nfeCHAcd-pBS*JJ;t5YBAcd-pBS>S:v mj# 
&HindIII:fe«fcOTstIT% ^W(iHindIII*5ctOTpnIT% &#Wm LT*#?>ftfcDNA£ 

( 5 ) ^ftRT-pcRfc ct zm^mofem 

gp=j> hD-^ffl/7^< K5nl (lOfg) ^r^tf^i*:«20 ( ilcD^^[ExTaqbuffer( 
^M*tK 0.2mM dNTPSs 0.5mM ±tm&?%}mmyu y- (lH^J#-^8*5«ttF 
ISJWf 9) ^ 5%DMS0]T% DNA* V^-^ExTaq(^^#)£^TPCR£fTofc 
o PCRtt, 94°C-e3^P^CDiP^CD^ 94°C-el^. 60°CTl^s 72°CT'1# US 

12 &£vmpm^ i 3 {c^-r) ^r^n^niait bfeo 

(i) -e^^nfe^^Jsai*EB*©cDNA^r«©50^#^ Sja^tfrt 

gflzi > h n—)imy^ * 5. K 5 nl ( 1 pg) 4^tf^<*^l20nl©^r«[ExTaq buffer( 
^g*£*tK 0.2nM dNTPs, 0.5mM ±IB5ft^1f HlftX^ (KBl*^ 1 0 43 «t 
IFIJ?!I«1K *fct±l23ni«l 2*5<J;tfIS?»J#^l 3) , 5% DMS0]T-> DM* 
^ExTaq(^5t«:)^ffl^TPCR^ffofco PCRtt, 94°CT*3^^©Sn^©^> 
94°CT30M, 65°C"T?l#fia. 72^2#lffljb»&fcSfiJfc&ltM*;i/fcUT17iM^ 
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F0T8 F : 5 ' -GTCCATGGTGATCCTGCAGTGTGG-3 ' 638 431 

R : 5 ' -CACCAATGATATCTCCAGGTTCC-3 ' 

p-actin F : 5 ' -GATATCGCTGCGCTCGTTGTCGAC-3 ' 789 609 

X R : 5' -CAGGAAGGAAGGCTGGAAAAGAGC-3 ' 

0-actin F : 5 ' -GATATCGCTGCGCTCGTCGTCGAC-3 ' 789 609, 

( ^ y h ) R : 5 ' -CAGGAAGGAAGGCTGGAAGAGAGC-3 ' 



CDDNABr £*i*B £ * & t ifit* # o 

PCR&«MiC7)-3tK 7|il*1.75XT3SfD-^y;i/*SW*»C#tUfe«> ^fcSYBR 
Green I Nucleic Acid Gel Stain (Molecular Probesft) TflfefeUfco if^^ti^^ 
DNA^iitCD^^^iS^^^^-D^^— 5>*— (Fluorlmager SI; Molecular Dynamics 

-^s «S*cDNACf^^.T (4) -eHiSibfc^^>^-K7-7X5 K**0.1fgs 

lfg, 5fg^ lofgs sofg, ioofg#j:t>*5oofgt uTPCR£^n^nm\ mmMVaM 

±idi©&S8fl£ffiV^> #«ll»E&#£cDNA&*£ifc bfe«^OiH@Si^©S«t 

*jW-*FUT8lE««J©*SJe 1 2B^Ufeo J#^KSiiDTCHO«Bllia^id:YB2/0«B 
fl^©10{gW±cD^«^^bfeo dO^lRl&s f-t^--X/\A7^ — FUT8SH^J * 
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m 4 & 



mm 


Dayl 


Day2 


Mass 

Day3 


Day4 


Day5 


CHO 


2.0 


0.90 


0.57 


0.52 


0.54 


YB2/0 


0.07 


0.13 


0.13 


0.05 


0.02 
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U V ^$3 * ^toftflltea^fcifc^i* -fr£dfc£^mi:-r£K fcJKflMlfl'^iSte 

4 . mm&. 



7. 73->;V h7>77i7- -tf^ee l,6-7 3^H7>7 7i7-l?-C&5> 
M^CD^H6iBt8O73^ 0 

8. map** h 5xD-?ans* j Mt5iit$»s> a^©^H3ia^o 

7a^o 

9. ^^UP-viM 9 v h ^n — vjffflia YB2/3HL.P2.G11.16Ag.20 
mm (ATCC CRL1662) »*©!5ffl8IBa©73^o 
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10. N-^«;ni/ Ktt-&»lll©*7£**lll©N-7Hs^;i/^;w3-y-^ >iz73—x 
1 1 . ttlfti^ 



i 3. Mttffi&n-T-b^jiyji^y-^ >iz y n—^nmt z&m&y? 
1 5 . ftmmmfr^&mf*; Iag^ ^y? m&zm&omm i ~ 1 immo 

1 7 . 





WO 00/61739 PCT/JP00/02260 

2 0. 73^1/h7>77i7-Wa 1,6-7 3 h7>77i7- t?T'&5, 

2 1. «t^^ 7v hUD-Yisa^-rsiit*§^ si#®$&Hi 6ga 

2 2. h^^iD— v^fflflg^ h *:nD — ^flgYB2/3HL.P2.G11.16Ag.20 

« (ATCC CRL1662) T?&.5, »;to$6ffl2 1 iatt©&fi»t6^iStt{EM*Jo 

2 3 . &mm&¥imfa m&m, ^7^ K-e**ai#©i6H 1 6-2 213a 

2 5. N-7"V=^> KJft&tllR'ZK il7C*JS©N-T-fe^^;H3-9-^>lC7=3- 

2 8. Mtc*^n-t^^;i/^;i/3^^ >{373-^&f»^s^tS^©igii\ 

h^>^7x^-- tfT*fe6, a»j$®f6ia 2 8 IBf8cD®l3i7?^o 

3 0. 7ni/;i/h7>X7i7-^ a l,6-7ni/;i/ h-7>7>7^^— HfT* 

jl73&o 

3 2. 5^ h?xD--7iM YB2/3HL.P2.G11.16Ag.20^flg-eS>5s af^cDlS 

H3 H3t8<Z>S«£#i£o 
3 3. it7c*4SON-r-ir^;i/y;un-y-^ >{c7 3-7^«-TS^rStt^VA 

34. jiTn*^ N-r-fe v >iz 7n—7 ^mu-r^mMt^y^^^ 



55 



WO 00/61739 PCT/JP00/02260 

3 7 . M^MairCJl^V^U^-^ h* GD3 T*&£k fflt3<Gr>fSffl3 6§BtS®^j&Hi 

3 8 . Jtl##s 7-9-51 (FERMBP-6691) «fc t) ^^nStrC^T-* SaS^faffl 3 

4 0. T'l/^dp— sfettiftjefcwsi-rsttm^ th^^^-n-r^sutr 

4 1. tfctttfs No. 3 (FERM BP-6690) «fc t>£jg£ftSm#T'<fc£I«t*a>tBffl 3 9 

4 2 . trifle «3a«^cwat-si^&B»t-sm#7?&s»*©ttH2 6 

4 3 . !ftf*#x gBftttMKinMr %«URftBfl|-r *tt*7?»*il*©ttH 2 

4 4. tftflc^ «>^;^*fcttJlffl«flR«!fcH*t-4^*««t-att<*:T«**» 
^©I5ffl 2 6 IBttO&ttMMBa?. 

45. Modish 3 6i3«<z>fc£#M6^*^#j*#fcUT£*-r*s &©^»r 
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5 i . mM<omm4 2tm<otii<*&m%]f&ft£ ut^wts, ffMioii 

Ijlo 
Ho 

5 6. ^<D«gffl4 3ia«©^J^;^*:^#^^!!o^^:UT^W■rS^ gB&^gS/Stf)^ 

5 7. lf^cD«5S4 4f3*&©^£W«#fcbT^i-f 2n -f £fc«:*B 

5 8. si^0D$5ffl4 4iBie©Jn;^W«^i:bT^W-r2>> ^ £fcy:*ffl 
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m 1 M 



(Kd) 



200. 0^ 



116.2»- 



66.2 
42.4 

30.0 



1 2 3 4 5 6 7 



3&150.0 




(Kd) 



200.0»-l 




l/ll 
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— o— YBa/O-GDS^^fctt* 
— • — CHO/DG44-GD34 i * ; 5#i:& 
— □ — SP2/0-GD34^ ^tftte 
— ■— NS0-GD3*^«t&(302) 
— & — NS0-GD3*^fct&(GIT) 




(M9/ml) 
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o— YB2/0-GD3*;* vfcttfc 

* — CHO/DG44-GD3^^^Jlt^ 

O— SP2/0-GD3*;* : 7#i:#; 

NS0-GD3*>^fit&(302) 
NSO-GDS^^tJtfttGIT) 



60 n 
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I 4 I 
(Kd) 12 3 4 5 
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m 6 in 




6/11 



WO 00/61739 PCTYJPOO/02260 

m 7 m 
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ib n m. 

SEQUENCE LISTING 
<110> KYOWA HAKKO KOGYO CO., LTD 

<120> Methods of modulating the activity of functional immune molecules 
<130> 11200 
<160> 13 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 1 

actcatcttg gaatctcaga attgg 25 

<210> 2 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
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end, 
<400> 2 

cttgaccgtt tctatcttct ctcg 24 

<210> 3 
<211> 979 
<212> DNA 

<213> Cricetulus griseus 

<220> 

<400> 3 

actcatcttg gaatctcaga attggcgcta tgctactgga ggatgggaga ctgtgtttag 60 
acctgtaagt gagacatgca cagacaggtc tggcctctcc actggacact ggtcaggtga 120 
agtgaaggac aaaaatgttc aagtggtcga gctccccatt gtagacagcc tccatcctcg 180 
tcctccttac ttacccttgg ctgtaccaga agaccttgca gatcgactcc tgagagtcca 240 
tggtgatcct gcagtgtggt gggtatccca gtttgtcaaa tacttgatcc gtccacaacc 300 
ttggctggaa agggaaatag aagaaaccac caagaagctt ggcttcaaac atccagttat 360 
tggagtccat gtcagacgca ctgacaaagt gggaacagaa gcagccttcc atcccattga 420 
ggaatacatg gtacacgttg aagaacattt tcagcttctc gaacgcagaa tgaaagtgga 480 
taaaaaaaga gtgtatctgg ccactgatga cccttctttg ttaaaggagg caaagacaaa 540 
gtactccaat tatgaattta ttagtgataa ctctatttct tggtcagctg gactacacaa 600 
ccgatacaca gaaaattcac ttcggggcgt gatcctggat atacactttc tctcccaggc 660 
tgacttcctt gtgtgtactt tttcatccca ggtctgtagg gttgcttatg aaatcatgca 720 
aacactgcat cctgatgcct ctgcaaactt ccattcttta gatgacatct actattttgg 780 
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aggccaaaat gcccacaacc agattgcagt ttatcctcac caacctcgaa ctaaagagga 840 
aatccccatg gaacctggag atatcattgg tgtggctgga aaccattgga atggttactc 900 
taaaggtgtc aacagaaaac taggaaaaac aggcctgtac ccttcctaca aagtccgaga 960 
gaagatagaa acggtcaag 979 

<210> 4 
<211> 979 
<212> DNA 
<213> Rattus 
<220> 
<400> 4 

actcatcttg gaatctcaga attggcgcta tgctactggt ggatgggaga ctgtgtttag 60 
acctgtaagt gagacatgca cagacagatc tggcctctcc actggacact ggtcaggtga 120 
agtgaatgac aaaaatattc aagtggtgga gctccccatt gtagacagcc ttcatcctcg 180 
gcctccttac ttaccactgg ctgttccaga agaccttgca gatcgactcg taagagtcca 240 
tggtgatcct gcagtgtggt gggtgtccca gttcgtcaaa tatttgattc gtccacaacc 300 
ttggctagaa aaggaaatag aagaagccac caagaagctt ggcttcaaac atccagtcat 360 
tggagtccat gtcagacgca cagacaaagt gggaacagag gcagccttcc atcccatcga 420 
agagtacatg gtacatgttg aagaacattt tcagcttctc gcacgcagaa tgcaagtgga 480 
taaaaaaaga gtatatctgg ctaccgatga ccctgctttg ttaaaggagg caaagacaaa 540 
gtactccaat tatgaattta ttagtgataa ctctatttct tggtcagctg gactacacaa 600 
tcggtacaca gaaaattcac ttcggggcgt gatcctggat atacactttc tctctcaggc 660 
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tgacttccta gtgtgtactt tttcatccca ggtctgtcgg gttgcttatg aaatcatgca 720 
aaccctgcat cctgatgcct ctgcaaactt ccactcttta gatgacatct actattttgg 780 
aggccaaaat gcccacaacc agattgccgt ttatcctcac aaacctcgaa ctgatgagga 840 
aattccaatg gaacctggag atatcattgg tgtggctgga aaccattggg atggttattc 900 
taaaggtgtc aacagaaaac ttggaaaaac aggcttatat ccctcctaca aagtccgaga 960 
gaagatagaa acggtcaag 979 

<210> 5 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 5 

aagtataagc ttacatggat gacgatatcg ctgcgctcgt 40 

<210> 6 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 6 

atttaactgc aggaagcatt tgcggtggac gatggagggg 40 



<210> 7 
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<211> 40 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 7 

atttaaggta ccgaagcatt tgcggtgcac gatggagggg 40 

<210> 8 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 8 

gtccatggtg atcctgcagt gtgg 24 

<210> 9 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 9 

caccaatgat atctccaggt tec 23 
<210> 10 
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<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 10 

gatatcgctg cgctcgttgt cgac 

<210> 11 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 11 

caggaaggaa ggctggaaaa gage 

<210> 12 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 12 

gatatcgctg cgctcgtcgt cgac 



<210> 13 
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<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 13 

caggaaggaa ggctggaaga gage 
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